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RELATED hVVLlCWS.OMi} 
This application is a continuation-in-part of co- 
pending applications U.S. Serial Numbers OB/153, G87 and 
08/159,674, filed concurrently herewith on November 30, 1993 
which are continuations-in-part of copending application U.S 
Serial NumV. :r 076,250, filed June 11, 1993, which is a 
continuation-in-part of copending applications U.S. Serial 
Nos. 716,899 and 717,084, each filed June 18, 3 , which in 
turn are continuation-in-pavts of U.S. Serial No. 569,0*8, 
filed August 20, 1990, which in turn is a continuation- in- 
pert of application U.S. Serial No. 455,707, filed December 
22, 1989, the disclosures of each of which are hereby 
incorporated herein by reference in their entirety. 

B*-CKGROU«D OF Til)' INVbOTION 

Field.. o f_t hg_ I n ven t •> on 

This inv- ; on relates to therapeutic delivery 
systems, and more specifically, to gaseous precursor- 
containing microspheres comprising a therapeutic compound. 
The invention further relates to methods for employing such 
microspheres ac- therapeutic delivery systems. 

Targeted therapeutic delivery means are 
particularly important where the toxicity of a drug is an 
issue. Specific therapeutic delivery methods potentially 
serve to minimize toxic side effects, lower the required 
dosage amounts, and decrease costs for the patient. The 
present invention is directed to addressing these and/or 
other important needs in the area of therapeutic delivery. 
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A variety of imaging techniques have been used for 
defection and diagnosis of diseases in animals and humane 
X-rays represent one of the first techniques used for 
diagnostic imaging. The imager, obtained through this 
5 technique reflect the electron density of the object being 
imaoed.' Contrast agents, such as barium or iodine, have been 
used over the years to attenuate or block X-rays such that 
the contr. between various structures is increased. X- 
rays, howler, are 1 own to be somewhat dangerous, since the 

10 radiation employed in X-rays is ioni.zing,_and the varioun 
deleterious effects of ionizing radiation are cumulative. 

Another important imaging technique is magnetic 
resonance imaging ' (MRI ) . This technique, however, hao 
various dra-.VacV^, such as expense and shear size of an MR! 

15 scanner rendering it stationary which prohibits portable 
examination. In addition, MRl is not available at tr-ny 

medical centers . 

Radionuclides, employed in nuclear medicine, 
provide a further imaging technique. In employing this 
20 "technique, radionuclides such as technetium labeled compounds 
are injected into the patient, and images are obtained from 
gamma cameras. Nuclear medicine techniques, however, suffer 
from poor spatial resolution and expose the animal or patient 
to the deleterious effects of radiation. Furthermore, the 
25 handling and disposal of radionuclides is problematic. 

Ultrasound is another diagnostic imaging technique 
which ir. unlike nuclear medicine and X-rays since it does not 
expose the patient to f. • harmful effects of ionizing 
radiation. Moreover, unlike magnetic resonance imaging, 
30 ultrasound is relatively inexpensive and may be conducted as 
a portable examination. In using the ultrasound technique, 
sound is transmitted into a patient or animal via a 
transducer. When the sound waves propagate through the body, 
they encounter interfaces from tissues and fluids. Depending 
35 on the acoustic properties of the tissues and fluids in the 
body, the ultrasound sound waves are partially or wholly 
reflected or absorbed. When sound waves are reflected by an 



V.O S-L-2J. l>-'. 



- 3 - 

interface they are detected by the receiver in the transduce, 
and processed to form an image. The acoustic properties of 
the tissues and fluids within the body determine the contrast 
which appears in the resultant image. 
5 Advances have been made in recent years in 

ultrasound technology. However, despite these various 
techno" leal improvements, ultrasound is still an imperfect 
tool in a number of respects, particularly with regard to the 
imaging and detection of disease in the liver and spleen, 
10 kidneys, heart and vasculature, including measuring blood 
flow. The ability to detect and measure these regions 
depends c>\ the difference in acoustic properties between 
tissues or fluids and the surrounding tissues or fluids. As 
a result, contrast agents h-./e been sought which will 
15 increase the acoustic difference between tissues or fluids 
and the su,:round :;.ng tissues or fluids i» order to 3 -..'rove 
ultrasonic imaging and disease detection. 

The principles underlying image formation in 
ultrasound have directed researchers to the pursuit of 
20 gaseous contrast agents. Changes in acoustic properties or 
acoustic imp- dance are most pronounced at interfaces of 
different substances with greatly differing density or 
acoustic impedance, particularly at the interface between 
solids, licmids.and gases. V?hen ultrasound sound waves 
25 encounter such interfaces, the changes in acoustic impedance 
result in a more intense reflection of sound waves and a more 
intense signal in the ultrasound image. An additional fa-, tor 
affecting the efficiency or reflection of sound is the 
elasticity of the reflecting interface. The greater the 
30 elasticity of this interface, the more efficient the 

reflection of sound. Substances such as gas bubbles present 
hichly elastic interfaces. Thus, as a result of the 
foregoing principles, researchers have 'focused on the 
development of ultrasound contrast agents based on gas 
35 bubbles or gas containing bodies and on the development of 
efficient methods for their preparation. 



Ryan et al . , in U.S. Patent. 4,544,545, disclose 
phospholipid liposomes having a chemically modified 
ch-lesterol coating. The cholesterol coating may be a 
monolayer. or bilayer. An aqueous medium, containing a 
tracer, therapeutic, or cytotoxic agent, is confined within 
the liposome. Liposomes, having a diameter of 0.001 microns 
to 10 microns, are prepared by agitation and ultrasonic 
vibration . 

D'Arrigo, in U.S. Patents 4,684,479 and 5,215,600, 
teaches a gas-in-liquid emul.yi.on and method for the 
production thereof from surfactant mixtures. U.S. Patent 
4,604,479 discloses the production of liposomes by shaking a 
solution of the surfactant in a liquid medium in air. U.S. 
Patent 5,215,680 is directed to a large scale method of 
producing lipid coated raicrobubbles including shaking a 
solution of the surfactant in liquid medium- in air or other 
gaseous mixture and filter sterilizing the resultant 
solution . 

WO 80/02365 discloses the production of 
microbubbles. having an inert gas, such as nitrogen; or carbon 
dioxide, encapsulated in a gellable membrane. The liposomes 
may be stored at low temperatures and warmed prior and durin-j 
use in humans. WO 82/01642 describes microbubble precursors 
and methods for their production. The microbubbles are 
formed in a liquid by dissolving a solid material. Gas- 
filled voids result, wherein the gas is 1.) produced from gas 
present in voids between the microparticles of solid 
precursor aggregates, 2.) absorbed on the surfaces of 
particles of the precursor, 3 . ) an integral part of th 
. internal structure of particles of the precursor, 4.) formed 
when ti precursor reacts chemically with the liquid, and 5.) 
dissolved in the liquid and released when the precursor is 

dissolved therein. 

In addition, Feinstein, in U.S. Patents 4,718,433 
, and 4.774,958, teach the use of albumin coated microbubbles 
for the purposes of ultrasound. 
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Widder, in U.S. Patents 4,572,203 and 4,844,802, 
disclose a method of ultrasonic imaging and a microbubble- 
typ* 3 ultrasonic imaging agent. 

QU ay, in WO 93/05819, describes the use of agents 
5 to form microbubblcs comprising especially selected gases 
based upon a criteria of known physical contents, including 
1) si'/e of the bubble, 2) density of the gar,, 3) solubility 
of the gas in the surrounding medium, and 4) diffusivity of 
the gas into the medium. 
10 Kaufman et al . , in U.S. patent 5,171,755, disclose 

an emulsion comprising an highly fluorina'.ed organic 
compound, an oil having no substantial surface activity or 
water solubility and a surfactant. Kaufman et al . also teach 
a method of using the emulsion in medical applications. 
1S Another area of significant research effort is in 

the area of targeted drug delivery, '-.e methods and 
materials in the prior art for intro^e'eion of genetic 
materials to, for example, living cells is limited and 
ineffective. To date several different-, mechanisms have been . 
20 developed to deliver genetic material to living cells. These 
mechanisms include techniques such as calcium phosphate 
precipitation and ele.ctroporat.lon, and carrier* such as 
cationic polymers and aqueous -filled liposomes. These 
methods have all been relatively ineffective in vivo and only 
25 of limited use for cell culture transf ection . None of these 
methods potentiate local release, delivery and integration of 
genetic material to the target cell. 

Better means of d. livery for therapeutics such ay 
genetic material* are ne,ded to treat a.wide variety of human 
30 and animal diseases. Great strides have been made m 

characterizing genetic diseases and in understanding protein 
transcription but relatively little progress has been made m 
delivering genetic material to cells for treatment of human 

and animal disease. 
35 A principal difficulty has been to deliver the 

genetic material from the extracellular space to the 
intracellular space or even to effectively localize genetic 



material at the surface of selected cell membranes. A 
variety of techniques have been tried in vivo but without 
great success. For example, viruses such as adenoviruses ard 
retroviruses have been used as vectors to transfer genetic 
material to cells. Whole virut; has been used but the amount 
of genetic w.i • -rial that can be placed inside of the viral 
capsule is limited and there is concern about possible 
dangerous interactions that might be caused by live virus. 
The essential component* of the viral capsule may be isolated 
and used to carry genetic material to selected cells. In 
vivo, however, not only must the delivery vehicle recognise 
certain cellr. but it also must be delivered to these cells. 
Desi " te extensive work on. viral vectors, it has been 
difficult to develop a successfully targeted viral mediated 
vector for delivery of genetic material in vivo. 

Conventional, liq-uicl-contai ning liposomes have been 
used to deliver genetic material to cells in cell culture but 
have generally been ineffective in vivo for cellular delivery 
of genetic material. For example, cationic liposome 
transfection techniques have not worked effectively in vivo. 
K:. : effective means are needed to improve the cellular 
delivery of therapeutics such as contrast agents and genetic 
material. 

Despite the advances that have been made, the prior 
art has still not solved many of the problems inhex*ent in the 
development of ultrasound contract agents. Gases may diffuse 
out of stabilizing evulsions or particle costings and the 
effi cy of the product may be lost. In all of the gaseous 
based contrast media for ultrasound under development to 
da the microspheres are relatively large, e.g. on the 
order of 2 to 7 microns, such that sufficient backscatter for 
•ultrasonic contrast enhancement is provided. The large size 
of these particles makes it very difficult to exclude 
potential contaminants from the injection such as bacteria 
passing into the patient during the injection. Gas- 
containing microspheres currently under development are 
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generally unstable in vivo and do not persist long enough to 
provide ideal contrast enhancement. 

Th." present invention is directed to addressing the 
foregoing, as well as other important needs in the area of 
5 contrast agents for ultrasonic imaging and vehicles for the 
effective targeted delivery of therapeutics. The present 
invention is dedicated to providing improved and safer 
contrast agents for diagnostic: ultrasound and delivery of 
genetic material . 

The present: invention provides therapeutic delivery 
systems for site-specific de^vrry of therapeutics using gas- 
filled microspheres. The raicxW-\ -:es contain a temper ci.ure • 
activated gaseous precursor which becomes a gas upon 

15 activation at a selected temperature. Once the microspheres 
have been introduced into the patient's body, a therapeutic 
compound may be targeted to specific tissues through the use 

'•• of sonic energy, microwave energy, magnetic energy, or 

hyperthermia, which is directed to the target area and causes 

20 the microspheres to rupture and release the therapeutic 
compound . 

Specifically, the present invention provides 
targeted therapeutic delivery systems comprising a 
temperature activated gaseous precursor- filled microsphere 

25 comprising a therapeutic compound. 

The invention also contemplates methods for the 
controlled delivery of therapeutic compounds to a region of a 
patient comprising: (i) administering to the patient 
temperature activated gaseous precursor-filled microspheres 

30 comprising a therapeutic compound; (ii) monitoring the 
microspheres using ultrasound to determine the phase 
transition of the gaseous precursor from a liquid to a gas 
and to determine the presence of the microspheres in the 
region; and (iii) rupturing the microspheres using ultrasound 

35 to release the therapeutic compound in the region. 



In addition, the present invention provides methods 
and apparatus for preparing temperature activated gaseous 
precursor-filled liposomes suitable for use in delivery of 
contrast agents and an drug delivery agents. Preferred 
methods of the present invention provide the advantag ~, for 
example, of simplicity and potential cost savings during 
manufacturing of temperature activated gaseous precursor- 
filled microspheres comprising therapeutic compounds. 

The temperature activated gaseous precursor- filled 
lipc oraes are particularly useful as carriers for contrast 
agents and d.cugs . Unlike liposomes of the prior art that 
have a liquid interior suitable only for encapsulating drugs 
that are water soluble, the temperature activated gaseous 
precursor-filled liposomes made according to the present 
invention are particularly useful for encapsulating 
lipophilic drugs. Furthermore, lipophilic derivatives of 
drug-, may be incorpox ated into the lipid layer readily, such 
as alkylated derivatives of metallocene dihalides. Kuo et 
al., J. Am. Chem. Soc. 1991, 113, S027-S045. 

It is believed that one of the advantages of thv. 
present invention includes the capture of ultrasonic energy 
by the gaseous precursor in the microspheres which, upon 
changing the liquid gaseous precursor to a gas at a selected 
transition temperature, and rupture of the microsphere, 
create local increase in membrane fluidity, thereby enhancing 
cellular uptake of the therapeutic compound. 

These and other fi. ares of the invention and the 
advantages thereof will be set forth in greater detail in the 
figures and the description below. 

BRIEF DESCRIPTION OF THE FIGURES 

FIGURE 1 is a diagrammatical representation of a 
gaseous precursor- filled liposome having a therapeutic 
compound embedded within the wall of a liposome microsphere, 
and the subsequent release of the therapeutic upon the 
application of ultrasound. 
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FIGURE 2 is a diagrammatical depiction of a gaseous 
precursor- filled liposome having a therapeutic compound 
embedded within the inner layer of the v.-all of a liposome 
microsphere, and exposed to the gaseous precursor- fill ed 
5 interior, and the subsequent release of the therapeutic upon 
the application of ultrasound. 

FIGURE 3 is a diagrammatical illustration of a 
gaseous precursor- filled liposome having a therapeutic 
compound embedded within the outer layer of the wall of a 
10 liposome microsphere, and exposed to the gaseou* precursor- 
filled interior, and the subsequent reler. - of the 
therapeutic upon i.he application of ultrasound. 

FIGURE 4 is a diagrammatical repr.- '-ntation of a 
gaseous precursor- filled liposome microsphere having a 
15 therapeutic compound embedded within the, inner and outer 

layers of the wp.11 of a liposome microsphere, and exposed to 
both the internal gaseous precursor- filled void, and the 
exterior environment, and the subsequer: release of the 
therapeutic upon the application of ultrasound. 
20 * FIGURE 5 is a diagrammatical depiction of a gaseous 

precursor- filled liposome microsphere having a therapeutic 
compound attached to the interior of the liposome, and the 
subsequent release of the therapeutic upon the application of 
ultrasound. 

25 F'-3URE 6 is a diagrammatical depiction of a gaseous 

. precursor-filled liposome microsphere having a therapeutic 
compound attached to the exterior of a liposome microsphere, 
and the subsequent release of the therapeutic upon the 
application of ultrasound. 

30 FIGURE 7 is a diagrammatical illustration of a 

gaseous precursor-filled liposome microsphere having a 
therapeutic compound, such as a negative'ly charged drug (A) 
or a positively charged drug (B) attached to the interior and 
the exterior of a liposome microsphere, and the subsequent 

35 release of the therapeutic upon the application of 
ultrasound. 
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FIGURE 8 is a diagrammatical illustration of a 
gaseous precursor- filled liposome microsphere having a 
therapeutic compound encapsulated within the internal gaseous 
precursor-filled void, and the subsequent release of the 
5 therapeutic upon the application of ultrasound. 

FIGURFI 9 is a view, partially schematic, of a 
preferred apparatus according to the present inv-.ition for 
preparing the thera-eutic containing gaseous precursor- filled 
liposome microspheres of the present invention. 
!0 FIGURE 10 shows a preferred apparatus for filtering 

and/or dispensing therapeutic containing gaseous precursor - 
filled liposome microspheres of the present invention. 

FIGURE 11 depicts a preferred apparatus for 
filtering and/or dispensing therapeutic containing gaseous 
15 precursor-filled liposome microspheres of the present 
invention. 

F!G"0Xi3 12 is an exploded view of a portion of the 
appa as of Figure 11. 

FIGURE 13 is a graphical, representation- of the d3 
20 reflectivity of gas-filled liposomes substantially devoid of 
water in the interior thereof prepared by the vacuum drying 
gas instillation method, without any drugs encapsulated 
therein. The data was obtained by scanning with a 7.5 
megaheitz transducer using an Acoustic Imaging™ Model 5200 
25 scanner (Acoustic Imaging, Phoenix, Arizona), and was 
generated by using the system test software to measure 
reflectivity. The system w.\o standardized prior to each 
e -srimeufc with a phantom of known acoustic impedance. 

FIGURE 14 shows a preferred apparatus for preparing 
30 the drug containing vacuum dried gas instilled liposomes, and 
the drug containing gas- filled liposomes substantially devoid 
of water in the interior thereof prepared by the vacuum 
drying gas instillation method. 

FIGURE 15 is a micrograph which shows the sizes of 
35 gaseous precursor-filled liposomes of the Invention before 
(A) and after (B) filtration. 
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FIGURK 16 graphically depicts the size distribution 
of gaseous precursor- f illed liposomes of the invention before 
(A) and after (B) filtration. 

FiGuUrf 17 is a micrograph, of a lipid suspension 
5 before (A) and after (B) extrusion through a filter. 

FIGU':K 18 is a micrograph of gaseous precursor - 
filled lipo-ones formed subsequent to filtering and 
autoclaving a lipid suspension, the micrographs, having been 
taken before (A) and after (B) sizing by filtration of fne 
10 gaseous precursor- filled liposomes. 

FIGURE 19 is a diagrammatic illustration of a 
temperature activated gaseous precursor-filled liposome prior 
• • to temperauure activation. The liposome has a multilamellar 
membrane . 

15 FIoOKS 20 is a diagrammatic illustration of a 

temperature activated liquid gaseous precursor- filled, 
liposome after temperature activation of the liquid to 
gaseous state resulting in a unilamellar membrane and 
expansion of the liposome diameter. 

20 DETAILED DESCRIPTION C-? THE IHV1SKTION 

The present invention provides a targeted 
therapeutic delivery system comprising a temperature 
activated gaseous precursor- filled microsphere comprising a 
therapeutic compound. A microsphere is 'defined as a 
2 5 structure having a relatively spherical shape with an 

internal vc '• ' ■ The therapeutic compound may be embedded 
within tho 1 of the microsphere, encapsulated in the 
microsphere and/qr attached to the microsphere, as desired. 
The phrase "attached to" or variations thereof, as used 
30 herein in connection with the location of the therapeutic 
compound, means that the therapeutic compound is linked in 
• some manner to the inside and/or the outside wall of the 
microsphere, such as through a covalent or ionic bond, or 
other means of chemical or electrochemical linkage or 
35 interaction, as shown, for example, in Figures 5, 6 and 7 . 

The phrase "encapsulated in" or variations thereof as used in 



connect i.oi» with the location of the thevopcutic compound 
denotes that the therapeutic compound is located in the 
internal microsphere void, as shown, for example, in Figure 
8. The phrase "embedded within" or variations thereof as 
used in connection with the location of the therapeutic 
compound, signifies the positioning of the therapeutic 
compound within the microsphere wall, as shown, for example 
in Figures 1, 2, 3 and 4. The phrase "comprising a 
therapeutic" denotes all of the. varying types of therapeutic 
positioning in connection with the microsphere. Thus, the 
therapeutic cctn be positioned variably, such as, for example, 
entrapped within the internal void of the gaseous precursor - 
filled microsphere, situated between the gaseous precursor 
and the internal wall of the gaseous precursor-filled 
microsphere, incorporated onto the external, surface of the 
gaseous precursor-filled microsphere and/or enmeshed within 
the microsphere structure itself. It v:iU also be understood 
by one skilled in the art, once armed w.' i the present 
disclosure, that the walls of the microsphere, when it 

I comprises a lipid, may have more than one lipid bilayer. 

The microspheres of the present invention may be 
used for targeted therapeutic delivery either in vivo or in 
vitro. Preferably, each individual microsphere is capable of 
releasing substantially all of the therapeutic compound upon 

; the application of ultrasound. The phrase "substantially 
all" refers to at least about 80%, and preferably at least 
about 90%, and most preferably, about 100%. In certain 
embodiments, the release of all of the therapeut compound 
from all of the -microspheres is immediate; in other 

0 embodiments, the release is gradual. It will be understood 
by one skilled in tho art, once armed with^the present 
disclosure, that the preferred rate of release will vary 
depending upon the type of therapeutic application. In 
certain preferred embodiments, the therapeutic compound is 

5 encapsulated in the microspheres, for example, and thus 

substantially all of the therapeutic compound is immediately 
released from the microsphere upon rupture. Further, it will 
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be understood by one skilled in the art, once armed with the 
present disclosure, that the frequency and duration of 
ulti ".ound applied can be varied to achieve a desired rate of 
release of the therapeutic compoi.--.nd. 
5 Thus, as noted above, the therapeutic to be 

delivered may be encapsulated within the gas-containing 
microsphere, such as with a variety of therapeutics, 
incorporated onto the surface of the gas-containing 
microsphere, such as by coating a cationic lipid with 

10 negatively charged DMA or an anionic lipid with a positively 
charged drug, anc?/or embedded within the walls of the gas- 
containing microsphere, such as with lipophilic therapeutics. 
The microspheres nay be prepared as microspheres comprising a 
thexaptutic, or the microspheres may be prepared without the 

15 therapeutic and the therapeutic added to the gaseous 

precursor -f.il led microspheres prior to use. In the latter 
case, for example, a therapeutic could be added to the 
gaseous precursor- filled microspheres in aqueous media and 
shaken in order to coat the microspheres with the 

2 0 therapeutic. 

As used herein, the phrase "temperature activated 
gaseous precursor" denotes a compound which, at a. selected 
activation or transition temperature, changes phase* from a 
liquid to a gas. Activation ox transition temperatux-e, and 

25 like terms, refer to the boiling point of the gaseous 

precursor, the t perature at which the liquid to gaseous 
phase transition of the gaseous precursor takes place. 
Useful gaseous precursors are' those goses which have boiling 
points in the range of about -100° C to about 70° C. The 

30 activation temperature is particular to each gaseous 

precursor. Ti-ls concept is illustrated in Figures 19 and 20 
An activation temperature of about 37° C, or human body 
temperature, is preferred for gaseous precursors of the 
present invention. Thus, a liquid gaseous precursor is 

3 5 activated to become a gas at 37° C. However, the gaseous 

precu- sor may be in liquid or gaseous phase for use in the 
methods of the present invention. Suitable temperature- 
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activated gaseous precursors are well known to those skilled 
in the art, and include for example, methylac Late , a compound 
which is a liquid at histologic or physiologic temperatures, 
body temperature of humans. As those skilled in the art 
5 would recognize, such compounds can be activated prior to 
administration or, as in the case of methylactate , can be 
activated upon injection into the patient. Even when 
exposure to the appropriate temperature occurs prior to 
administration, an advantage is achieved in th.'t the 

10 microsphe- ■= prepared with the gaseous precursor is a more 
stable entity, in the liquid and gas phases, than a 
micro- ph^re which has been placed on the shelf with a gas 
encap^Oated therein. Accordingly* a longer shelf life is 
afforded t o microspheres which encapsulate a temperature 

15 activated gaseous precursor. *he resulting gaseous 

precursor- containing microspheres are capable, of bein<j 
detected easily in vivo because of their lower density as 
compared to the surrounding bodily structures and organs. In 
addition, as those skilled in the art would recognize, such 

2 0 temperature sensitive gas -forming microspheres may be used as 
indicators of in vivo temperature. 

In the preferred embodiment of the invention, the 
gaseous precursor changes from a liquid into a gaseous phase 
upon administration to the patient, from the ambient, or room 

25 temperature. Depending upon the gaseous precursor the 

contrast medium may be stored under refrigeration and may 
also be kept chilled, for example, by an insulated syringe, 
prior to I.V. injection. Upon injection, the gaseous 
precursor then expands* for maximal ultrasonic enh ement . 

30 The gaseous precursor may be selected so as to form 

the gas in situ in the targeted tissue or fluid (e.g. upon 
application of ultrasound, microwave, magnetic energy, or 
• light energy (laser or infrared, for example) , in vivo upon 
entering the patient or animal, prior to use, during storage, 

35 or during manufacture. The methods of producing the 

temperature-activated gaseous precursor-filled microspheres 
are carried out at a temperature below the boiling point of 



the gaseous precursor. In this embodiment, the gaseour, 
precursor in entrapped within a microsphere such that, the 
phase transition does not occur during manufacture. Instead, 
the gascoun precursor- filled. micro«phe-«.s are manufactured in 
5 the liquid phase of the gaseous precursor. Activation of the 
phase transition, may take place at any time ay the 
temperature is allowed to exceed the boiling point of the 
precursor . 

For gaseous precursors having low temperature 
10 boiling points, liquid precursors may be emulsified using a 
microfluidiKer device chilled to a low temperature. The 
boilin-j points may also be depressed using solvents in liquid 
•media to utilize a precursor in liquid form. Alternatively, 
an upper lir-.it of about V0° C may bo attained with focused 

15 high energy ultrasound. 

While in the preferred embodiment, of the- present 
invention, the gaseous precursors form v gar. in vivo vici 
temperature mediated phase transition, gaseous precursors may 
also be used to produce stable contrast media wherein the gas 
20 is derived from a precursor and achieves the gt ous state 
prior to entering the patient. This embodiment is prepared 
by introducing the gaseous precursor to the microsphere 
during the manufacturing process. 

The gaseous precursors may be utilized to create 
25 stable gas-filled microspheres which are pre- formed prior to 
use. in this form of the invention, the gaseous precursor is 
added to a container housing a suspending artd/or stabilizing 
medium Ht a temperature below the liquid-gaseous phase 
transition temperature of the respective, gaseous precursor. 
30 Ar. the temperature is then exceeded, and an emulsion is 

formed between the gaseous precursor and liquid solution, the 
gaseous precursor undergoes transition from the liquid to the 
gaseous state. As a result of this heating and gas 
formation, the gas displr -.-.a the air in the head space above 
35 the liquid susp ision so as to form gas-filled lipid spheres 
which entrap the gas of the gaseous precursor, ambient gas 
(e.g. air), or coentrap gas and ambient gas. This phase 
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transition can be used for optimal mixing and stabilization 
of the contrast medium. For example, the gaseous precursor, 
perf luorobutane., for example, can be entrapped in liposomes, 
and as the temperature is raised beyond 3° C (boiling point 
5 of perf luorobutane) , liposomally entrapped f luorobutane gas 
results. As an additional example, the gaseous precursor 
f luorobutane, can be suspended in an aqueous susp-. asion 
containing emulsif ying and stabilizing ageiKt? such as 
glycerol or propylene glycol and vorte*-.ed on a commerci al 

10 vor Lexer. Vortexing is commenced at a temperature lov/ enough 
that the gaseovs precursor is liquid and is continued as the 
temperature of the sample is raised past the phase trar \tion 
temperature from the liquid to gaseous state. In so doing, 
the precursor converts to the gaseous state duriuj tho 

15 microemulsif ication process. In the presence of the 

appropriate stabilizing agents surprisingly stable gafs-filled 
liposomes result. 

Similarly, perf luoropentane which is liquid at room 
. tempo* n: e may be entrapped in. liposomes, A small quantity 

20 (0.76 - 1.52 /iL) of the liquid perf luoropentane precursor may 
be added to a lipid solution (e.g. 82 mole % 
dipalruitoyl phosphatidyl choline, 8 mole % 

dipalmitoylphosphatidylethanolamine-PEG 500 and 10 mole % 
dipalmi toylphosphatidic acid) in a solution of 80 volume % 

25 normal saline, 10 volume % glycerol with 10 volume % 

propylene glycol at room temperature and shaken. Then the 
temperature of the suspension is raised past the phase 
transition temperature (e.g. over 30° C) to initiate the 
liquid to gaseour. conversion of the perfluoropentane gaseous 

30 precursor. Foaming results and gas filled liposomes are 

produced. The mean size of gas filled liposomes produced are 
generally in excess of 20 microns as produced by vortexing or 
shaking on a Wig-L-Bug™. The liposomes can be filtered and 
a single passage through an 8.0 micron filter is adequate to 

3 5 remove more than 99% of the particles over 10 microns in 
size. As the liposomes are compliant and^pliable, they 
reform into smaller lipid coated liposomes after filtration. 
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When the liposomes are cooled to room temperature or lover, 
the entrapped perflur vopentane gaseous precursor goes back 
into the liquid state and the result is entrapped 
nanodroplets of perfluoropentane within the liposomes. Upon 
rewarming (e.g. injection in vivo) the appropriate sized gas 

liposomes then form. 

h alternate method of entrapping the 
perfluoropentane ... seous precursor is illustrated. A small 
quantity (0.76 - 1.54 /iL> of perfluoropentane is added to an. 
aqueous solution of lipids as described above, with a 
different method of agitation utilized. The material is 
placed in a Kicrof luidizer (Microf luidics, Newton, b'A) and- 
subject to 15 pp-ses at 16,000 poi at 20° C. By adju^flng 
the pressure and nuuber of passes, the size of the lipo. .»•,,-.• s 
is accordingly adjusted. Small liposomes with mean diameter 
of about 3.00 nm each entrapping an average sized nan. -droplet 
of about 13 nm diameter of perf luoropentane are thereby 
produced. Upon expansion after temperature mediated gas 
conversion (e.g. upon injection in vivo) each nanodroplet of 
this size will produce a liposome slightly less than 10 
microns in diarr, r. In this cc-.e, the , ulting liposomes 
will be partially coated with lipid and the size of the 
resultant liposomes is controlled. In a manufacturing 
process, the unentrapped perfluoropentane could be removed by 
several way* Firstly, liquid perf luoropentane is dense and 
can sink to the bottom, the small lipid entrapped 
nanodroplets or mlcroparticles will tend to remain in 
su«oension. Secondly, the suspension can be warmed; larger 
unentrapped microdrcplets will form larger liposomes than the 
nanodroplets of perf luoropentane and the larger liposomes 
v-11 rise more quickly to the top of a vessel and can thereby 
be removed. A very practical method is to use filtration 
which can be performed as an in-line process during injection 

into the patient. 

A micellular formulation may be substituted for a 
liposome (lipid bilayers entrapping the nanodroplet of 
oerf luoropentane) . A micellular formulation has the 
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appropriate mixture of lipids, e.g. peanut oil with sodium 
cholate, cholesterol * nd glycerol (optionally with a portion 
of PEGylated lipids). A microf luidizer process can be used 
to produce a micollular formulation of the gaseous precursor 
5 to produce nanoparta cl es or microparticles of the emulsion 
wherein each particle entraps on average a nanodroplet o" 
about 5 nm diameter or less of per f luoroptsatane - 

Sonicatvui can be used when performed at a 
temperature below the pl^.se transition tempi.- rat\u:e of the 
10 gaseous precursor. In this car;-, the gaseeous precursor may 
be emulsified by sonication such that nanodrop? ets of liquid 
precursor are dispersed within the suspending mecVUrr. (e.g. 
dispersed within a suspension of phospholipids and thereby 
entrapped as nanodroplets within the liposomes) . 
15 Accordingly, the gaseous precursors of the present 

invention may be selected to form a gas -filled liposome in 
vivo or designed to produce the gas-filled liposome in situ, 
during the manufacturing process, on storage, or at some time 
. prior, to use. Knowing the amount of liquid in a- droplet of 
20 liquid gaseous precursor, the size of the liposome upon 
attaining the gaseous state may be determined. . 

As a further embodiment of this invention,, by pre- 
forming the liquid s.ate of the gaseous precursor into an 
aqueous emulsion and maintaining a known size, the maximum . 
25 size of the microbubble may be estimated tiy using the idea 
gas law, once the transition to the gaseous state is 
effectuated. The ideal gas lav; assumes that the gas phase is 
formed instantaneously and no gas in the newly formed 
microbuW-le has bee,n depleted due to d:f fusion into the 
30 liquid (generally aqueous in nature) . Hence, from a known 
liquid volu.r.e in the emulsion, one actually would predict an 
upper limit to the size of the gaseous liposome. 

Pursuant to the present invention, a emulsion of 
lipid gaseous precursor-containing liquid droplets of defined 
35. size may be formulated, sveh that upon reaching a specific 
temperature, the boiling point of the gaseous precursor, the 
droplets will expand into gas liposomes of defined size. the 



defined size represents an upper limit to the actual size 
bee- *^se factors such as gas diffusing into solution, loss of 
gas to the atmosphere, and the effects of increased pressure 
are factors for which the ideal gas law cannot account. 

The ideal gas law and the equation for calculating 
the increase in volume of the gas 1 .Jobles on transition from 
the liquid to gaseous states follows: 

The ideal gas lav; predicts the following: 
PV = nRT 

where 

p - pressure in atmospheres 

V = volume in liters 

n =• moles of gas 

T = temperature in °K 

R = ideal gas constant = 22.4 L atmospheres deg' 1 mole -1 

With knowledge of volume, density, and temperature . 
of the liquid in the emulsion of liquids, the amount (e.g. 
number of moles) of liquid pi-ecursor as. well as the volume of 
liquid precursor, a priori, may be calculated, which when 
converted to a gas, will expand into a liposome of known 
volume. The calculated volume will reflect an upper li \t to 
the size of the gaseous liposome assuming instantaneous 
expansion into a gas liposome and negligible diffusion of the 
gas over the time of the expansion. 

Thus, stabilization of the precursor in the liquid 
state in an emulsion whereby the precursor droplet is 
spherical, the volume of the precursor droplet may be 
determined by the equation: 

Volume (sphere) = 4/3 7rr ? 

whvre 

r = racLius of the sphere 

Thus', once the volume is predicted, and knowing the 
density of the liquid at the desired temperature, the amount 
of liquid (gaseous precursor) in the droplet may be 
determined. In more descriptive terms, the following can be 
applied : 

V g3 s = 4/3 7r(r gas ) 3 
by the ideal gas law, 
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PV-nRT 

subst ituting reveal s , 

V,., = nRT/P„ M 

or, 

5 (A) n = 4/3 [7ir 905 3 ] P/RT 

amount n = 4/3 [wr g „ J P/RT] * MW„ 
Converting back to a liquid volume 

(B) V li(1 [4/3 [*r fl „ J ] P/RT3 * MW„/;..] 
where D = the density of the pi irsor 

10 Solving for the diameter of the liquid droplet, 

(C) diameter/2 = [3/^ [4/3 * [7rr fl „'J P/RT] MW,/D] 1/3 
which x-educea to 

Diameter = 2 [ [r giS 3 ] P/RT [MW„/D] ] 1/5 

As ci further embodiment of the present invention, 
15 with the knowledge of the volume and especially the radius, 
the appropriately si filter sizes the gaseous precursor 
droplets to the appr^-* iate diameter sphere. 

A representative gaseous precursor may be used to 
form a microsphere of defined size, for example, 10 microns 
20 diameter. In this example, the microsphere is formed in the 
bloodstream of a human being, thus the typical temperature 
would be 37o c or 310« K. At a pressxire of 1 atmosphere and 
using the equation in (A), 7.54 x 10"" moles of gaseous 
precursor would be required to fill the volume of a 10 micron 
25 diameter microsphere. 

Using the above calculated amount of gaseous 
precursor, and 1-f luorobutane, which possesses a molecular 
weight of 76.11, a boilir ^oint of 32.5° C and a density of 
6.7769 grcv.ns/ml/ 1 at 20° C, further calculations pr-idict that 
30 5.74 x 10- 15 grams of this precursor would be required for a 
10 micron microsphere. Extrapolating further, and armed with 
the knowledge of the density, equation (B) further predicts 
that 8.47 x 10- 16 mLs of liquid precursor are necessary to 
form a microsphere with an upper limit of 10 microns. 
35 Finally, using equation (C) , an emulsion of lipid 

droplets with a radius of 0.0272 microns or a corresponding 
diameter of 0.0544 microns need be forced .to make a gaseous 
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precursor- filled microsphere with an upper limit, of a 10 
micron microsphere*. 

An emulsion of this particular sixe could be easily 
ac* ' eved by the use of a:: appropriately sized filter. In 
5 addition, as seen by the size of the filter necessary to form 
gaseous precursor drople: of defined size, the size of the 
filter would also suffice to remove any possible bacterial 
contaminants and, hence, can b- used as,?, sterile filtration 
as well. 

10 This embodiment of the present invention may be 

applied to all gaseous precursors activated. by temperature. 
In fact, depression of the freezing point of the solvent 
system is allows the use gaseous precursors which would 
undergo liquid -to-ga p/^e transitions at temperatures below 

15 0° C. The solvent system can be selected to provide a medium 
for suspension of. the gaseous precursor. For example, 20% 
propylene glycol misr.--.ble in buffered saline exhibits a 
freezing point depression well below the freezing point of 
water alone. By increasing the amount of propylene glycol or 

20 adding materials such as sodium chloride, the freezing point 
can be depressed even further. 

The selection of appro.- iate solvent systems may be 
explained by physical methods as well. When substances, 
solid or liouid, herein referred to as solutes, are dissolved 

25 in a solvent, such as water based buffers for example, the 

freezing point is lowered by an amount that is dependent upon 
the composition of the solution. Thus, as defined by Wall, 
one can express the freezing point depression of the solvent 
by the following 

30 Inx a = In (1 - x b ) = AH fus /R(l/T 0 - l/T) 

where i 

x a * = mole fraction of the solvent 
x b = mole fraction of the solute 
AH Xus heat of fusion of the solvent 
3 5 T 0 = Normal freezing point of the solvent 

The normal freezing point of the solvent results. 
If x b is small relative to x a , then the above equation may be 
rewritten: 
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X b - AH, U5 /R[T - T 0 /T 0 T] - AH fus AT/RT D 2 
The above equation assure. 3 the change in temperature AT is 
small compared to T 2 . The above equation can be simplified 
further assuming the concentration of the solute '(in mole.-; 
5 per thousand gram*; of solvent) can be expressed in terms of 
the molality, rn. That;, 

X b -m/[m *h 1000/mJ ~ mMa/1000 

where : 

Ma = Molecular weight of the solvent, and 
10 tn = molality of the solute in n.oles per 1000 grams. 

Thus, substituting for the fraction x b : 

AT - [M a RT o Vl000AH £u Jm 

or AT = K £ -m, where 

K £ =M,RT w Vl000AH Iu , 

15 K £ is referred to as the molal freezing point and is 

equal to 1.86 cv^grees per unit of. molal concentration for 
water at one atmosphere pressure. The above equation may be 
.used to accurately determine the molal freezing point of 
gaseous -precursor filled microspore solutions of the present 

2 0 invention. 

Hence, the above equaMon can be applied to 
estiinc : freezing point depressions and to detex'mine the 
appropriate concentrations of liquid ox* solid solute 
necessary to depress the solvent freezing temperature to c. 

2 5 appropriate value. 

Methods of prep*- ring the temperature activated 
gaseous precursor-filled liposomes include: 

vortexing an aqueous suspension of gaseous 
precursor-filled liposomes of the present invention; 

30 variations on this method include optionally heating an 

aqueous suspension of gaseous precursor and lipid, optionally 
venting the vessel containing the suspension, optionally 
shaking or permitting the gaseous precursor liposomes to form 
spontaneously and cooling down the gaseous precursor- filled 

35 liposome suspension, optionally autoclaving (at a temperature 
of about 100° C to about 130° C) may optionally be added as a 
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first step, as filtering replaces the need for autoclaving; 
optionally extruding an aqueous suspension of gaeeoun 
precursor and lipid through a filter of about 0.22 /m, 
alternatively, filtering may be performed during in vivo 
5 administration of the resulting liposomes such that a filter 
of about 0.22 /nn is employed; 

a microemulsification method whereby an aqueous 
.suspension of gaseous precursor-filled liposomes of the 
present invention are emulsified by shaking or vortexing and i 
10 heated to form microspheres prior to administration to a 
patient; and 

forming a gaseous precursor in lipid suspension by 
heating, and/or shaking, whereby the less dense gasrous 
precursor- filled microspheres float to the top of the 
15 solution by expanding and displacing other microspheres in 
the vessel and venting the vessel to release air. 

Freeze drying is useful to remove water and o: .nic 
materials fron the lipids prior to the shaking gas 
instillation method. Drying-gas instillation method may be 
20 used to remove water from lipo,vmeE . By pre-entrapping the 
gaseous precursor in the dried liposomes (i.e. prior to 
drying) after warming, the gaseous precursor may expand to 
fill the liposome. Gaseous precursors can also be used to 
fill dried liposomes after they have bee subjected to 
25 vacuum. As the dried liposomes are kept at a temperature 
below their gel state to liquid crystalline temperature the 
drying chamber can be slowly filled with the gaseous 
precursor in its ga* ous state, e.g. perfluorobutane can be 
used to fill dried liposomes composed of 
30 dipalmitoylpnosphatidylcholine (DPPC) at temperatures between 
30 C (the boiling point of perfluorobutane) and below 40° C, 
' the phase transition temperature of the lipid. In this case, 
it would be most preferred to fill the liposomes at a 
temperature about 4° C to about 5° C. 
35 The gaseous precursor-filled microspheres can be 

used in conjunction with such clinical techniques as 
ultrasound, microwave radiation, or electromagnetic energy to 
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generate liquid to gas conversion of the precursor, thereby 
mediating site selected drug delivery in vivo. By selecting 
a gaseous precursor with a boiling point above 37oC, the 
gaseous precursor-filled microsphere may be formulated as a 
5 stable nanoparticle with a long blood half-life, or, 

alternatively, target St to the tissue of interest. The 
desired ultrasound, microwave, or electromagnetic energy may 
the;, be focused to the tai.get tif ■« and cause the gaseous 
precursor to convert to the gaseous phase. In so doing, 
10 pharmaceuticals and bioactive materials incorporated into the 
coating or stabilizing emulsic- •. in the gaseous nanoparticle 
will be released as the microti:, ve expands more than one 
time the oriqivial size in vivo. A good example of an 
appropriate g-.^eous precursor is 2-methyl-2-butene which has 
15 a boiling point of 38.6oC. Additionally, these gaseous 

precursors may be particularly - efficient in solubili*ing more 
hydrophobic pharmaceuticals, for example, anthracycline 
antibiotics, which are difficult to solubilize in aqueous- 
based formulation. 
20 As one skilled in the art would recognize, this 

process of microemulsif ication, for example, gas-filled 
microsphere stabilization f:om tempera tu™. activated gaseous 
precursors, can be utilized to produce a wide variety of 
improved stabilized gaseous microsphere products. 
25 By selecting the appropriate solvent system and 

gaseous precursor, as well as stabilizing agents, 
micro.* :res improved over conventional products can be 
prepared. The solvent system can be selected to provide a 
ligand medium for suspension of the gaseous precursor. As an 
30 examp]?. 20% propylene glycol miscible in buffered saline 

exhibits a freezing point depression well below the freezing 
point of water alone. By increasing the amount of propylene 
glycol or adding materials such as sodium chloride, the 
freezing point can be depressed even further. Depression of 
35 the freezing point of the solvent system is important in that 
this allows us to use gaseous precursors which would undergo 
liquid to gas phase transitions at temperatures below CoC. 
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An fi : litional advantage of using these gaseous 
precursors is that they are more stable in vivo than non- 
precursor gases such as air and nitrogen. Because gases 
derived from these precursors are generally le&.-s diffusible 
5 and less soluble in aqueous media than air or nitrogen, the 
resultant contrast agents are generally more stable than . 
traditional gas or non-precursor based contrast agents. 

Gaseous precursors which may be activated by 
temperature may be useful in the present invention. Table I * 
10 lists examples of gaseous precursors which undergo phase 

transitions from liquid to gaseous states at close to normal 
body temperature (3'/o C) and the size of the emulsified 
droplets that would be required to form a microsphere having 
a sixe of 10 microns. The list is composed of potential 
15 gaseous precursors -.it- may be used to form temperature 

activated g^?eour pi. ecursor- containing liposomes of a defined 
size. The list should not be construed as beinj limiting by 
any means, as to the possibilities of gaseous precursors for 
. . the present invention. 

20 TejjIo I 

Phys.'. Characfcf • ".sti.es of Gass-.ous Precursors an^. 
Diajr-.ot-ar of Emulsified Droplet to Foi/u a 10 m Microsphere 
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Examples of gaseov;--. precursors are by no mean.* 
limited to Table 1. In fact, for a variety of different 
applications, virtually any liquid can be used to make 
gaseous precursors so long as it is capable of und- . 3 oing a 
phase transition to the gas phane upon passing through the 
appropriate activation temperature. Examples of gaseous 
precursors that may be used include, and are by no means 
limited to, the following: hexafluoro acetone; isopropyl 
acetylene; allene; tetraf luoroallene ; boron trifluoride; 

1.2- butadi.ene; 1, 3 -butadiene; 1,3 -butadiene; 1, 2, 3-trichloro, 
2- fluoro- 1,3 -butadiene; 2 -methyl, 1, 3 butadiene; hexafluoro- 

1 . 3 - butadiene ; butadiyne ; 1 - f luoro-but ane ; 2 -methyl -butan- ; 
decafluoro butane; 1-butene; 2-butene; 2-methy-l-butene ; 3- 
methyl-l-butene; perf luoro-l-butene ; perf luoro-l-butene ; 
perfluoxo-2-butene; 1, 4-phenyl-3-butene-2-one; 2 -methyl- 1- 
butene-3-yne; butyl nitrate; 1-butyne; 2-butyne; 2-chloro- 
1,1,1,4,4,4-hexafluoro-butyne; 3 -methyl -1-butyne ; perfluoro- 
2-butyne; 2-bromo-butyraldehyde; carbonyl sulfide; 
crotononitrile; cyclobutane; methyl-cyclobutane ; octafluoro- 
cyclobutane; perf luoro-cyclobute,e; 3-chloro-cyclo P entene; 
perfluoro ethane; perfluoro propane; perfluoro butane; 
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perfluoro pentanci; ptu TUioro hexane; cyclopropane; 1,2- 
dircothyl -cyclopropane; 1 , 1-dimetbyl cyclopropane; 1,2- 
dimethyl cyclopropane; ethyl cyclopropane; methyl 
cyclopropane; diacetylene; 3-ethyl-3-methyl diaziridin"; 
5 1, 1, 1-trif luorodiazocthane; dimethyl amine; hexafluoro- 
dimethyl amine; dirnethylethylamine; -bis- (Dimethyl 
phosphine) amine; 2, 3-dimethyl»2-norbornane; 
perf luorocKtr.e* hylamine; dimethyloxonium chloride; 1,3- 
dioxolane-2-one; perf luorocarbons such as and not limited to 

10 4 -methyl, 1, 1, 1, 2- tetraf luoro ethane; 1, 1, 1-trif 3 uoroethano; 
1,1,2,2- tet raf luoroe thane ; 1,1,2- trichloro -1,2,2- 
trifluoroethane; 1, 1 dichloroethane; 1, 1-diehloro-l, 2, 2, 2- 
tetrafluoro ethane; 1,2-difluoro ethane; 1 -chloro-1 , 1 , 2 , 2 , 2 - 
pentaf luoro ethane; 2-chloro, 1 , 1-dif luoroethane ; 1-chloro- 

15 1, 1, 2, 2-tetraf luoro ethane; 2* chloro, 1 , 1-dif luoroethane ; 
chloroethane ; chloropentaf luoro ethane ; 

dichlorotr If luoroethane; f luoro-ethane ; hexaf luoro-ethane ; 
nitro-pentcif luoro ethane; nitroso-pentaf luoro ethane; 
. perfluoro ethane; perfluoro ethylamine; ethyl vinyl ether; 

20 l,l-dichlor< ethylene; 1, 1-dichloro-l , 2-dif luoro ethylene; 
1,2-di fluoro ethylene; Methane; Methane -sulfcnyl chloride - 
trifluoro; Methane?5ulf onyl f luorid^-trif luoro; Methane - 
(pentafluorothio) trif luoro; Methane-bromo dif luoro nitroso; 
Methane -bro;ao fluoro; Methane-bromo chloro- fluoro; 

25 Mcthanebro-:.o- trif luoro; Methane- chloro di£luoro nitro; 

Methane-chloro dinitro; K-thanechloro fluoro; Methane -chloro 
trifluoro; Methane-chloro-dif luoro; Methane dibrr * difluoro 
Methane - di chloro di f luoro ; Methane - di chloro - f luoro ; 
Methanedif luoro; Methane -d if luoro -iodo; Methane -disilano; 

30 Methane -fluoro; Methaneiodo; Methane-iodo-trif luoro; Methane 
nitro- trif luoro; Me thane -nitroso- trif luoro; Methane - 
tetraf luoro; Methane- trichlorof luoro; Methane- trif luoro ; 
Methaaesulfenylchloride-trifluoro; 2-Methyl butane; Methyl 
ether; Methyl isopropyl ether; Methyl lactate; Methyl 

35 nitrite; Methyl sulfide; Methyl vinyl ether; Neon; 

Neopentane; Nitrogen (N 2 ) ; Nitrous oxide; 1 , 2 , 3 -Nonadecane 
tricarboxylic acid-2-hydroxytrimethylester ; l-Nonene-3-yne ; 
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Oxyge-n (0 2 ) ; 1, 4 -Pentndiene ; n-Pentanr; Pentane-perf luoro ; 
2-Pe;itanone-4-anvvno-4 -methyl; 1-Pentene; 2-Pentone [cis] ; 2- 
Pentene (trans); l-Pcntene-3-bromo; 1-Pentene-perf luoro ; 
Phthalic. acid-tetrachloro; Piperidine-2 , 3, 6-trimethyl; 
5 Propane, Propane -1, 1, 1, 2, 2, 3 -hcxaf luoro; Propane- 1 , 2- 
epoxy; Propane- 2, 2 dif luoro; Propane 2 -amino, Pi-^pane-2- 
chloro; Prop*ne-heptnf luoro-l-nitro; Propane-hcptaf luoro- 1- 
nitroso; Propane- per f luoro; Propene; Propyl -1 , 1 , 1 , 2 , 3 , 3 - 
hexafluoro-2,3 dichloro; Propylene-l-chloro; Propylenechloro- 

10 (trans); Propylene- 2 -chloro; 1 ropy lene -3- f luoro; Propyl ene - 
per f luoro; Propyne; Propyne-3 , 3 , 3 - trif luoro; Styrene-3- 
fl--.oro; Sulfur he,. ;.fluoxide; Sulfur (di) -decaf luoro (S2KJ.0) ; 
Tolv.Pne-2, 4-diamino; Trif luoroacetonitrile; Trif luorcmethyl 
peroxide; Trif luoromethyl s Ifide; Tungsten hexaf luordde; 

15 Vinyl acetylene; Vinyl ether; Xenon; Nitrogen; air; and other 
c -..ibiei; t gas or. . 

Perf luorocarbons are the preferred gases of the 
present invention, fluorine gas, perf luoro^ethane, 
perfluoroethane, perf luorobutane, perf luoropentanr, 

20 perfluorohexane; even more preferrably perfluoroethane, 

perf luoropentai-e, perf luoropropane, and per £ luorobutane ; most 
preferrably per f luoropentane , porf luoropropane , and 
perf luorobutane as the more inert perf luor Ana ted gases are 
less toxic . 

25 The gases identified above are more stable in vivo 

than non-precursor gases such as air and nitrogen. Because 
gases derived from these precursors are generally less 
diffusible and less* soluble in aqueous nfedia than air or 
nitrogen, the resultant therapeutic delivery systems 

30 geiiex-ally more stable than traditional gas or non-precursor 
based contra?-:, agents. 

.By "gas-filled", as used herein, it is meant 
microspheres having an interior volume that is at least about 
10% gas,* preferably at least about 25% gas, more preferably 

35 at least about 50% gas, even more preferably at least about 
■75% gas, and most preferably at least about 90% gas. It will 
be understood by one skilled in the art, once armed with the 
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prer^nt disclosure, that, a gaseous precursor may also be 
used, followed by activation to form a gas. 

Various biocompatible gase.', may be employed in the 
gaseous precursor- filled microspheres of the present 
5 invention. Such gases include air, hydrogen, nitrogen, 

carbon dioxide, oxygen, argon, fluorine, xenon, neon, helium, 
or any and all combination?: thereof. Other suitable gases 
will be apparent to those skilled in the art once armed with 
the present disclosure. 

10 The micros ..Sieres of the present invention are. 

preferably compu lsed of an imp-.-:rmeable material. An 
impermeable material is defined as a material thc.-.t does not 
permit the passage of a substantial amount of the contents oT 
the microsphere in typical stores^ conditions or in use 

15 before ultrasound induced ivlea:;e occurs. Typical storage 
conditions arc, for .example, a non-degassed aqueous solution 
of 0.9% NaCl maintained at 4° C for 43 hours. Substantial as 
used in connection with impermeability is* defined as greater 
than about 50% of the contents, the contents • being both th- 

20 gaseous precursor and the therapeutic. Preferably, no more 
than about 25% of the gaseous precursor, gas, and the 
therapeutic are released, more preferably, no more .than about 
10% of the gaseous precursor, gas, and the therapeutic are 
released during storage, and most preferably no more than 

25 about 1% of the gaseous precursor, gas, and therapeutic are 
released. The temperature of. storage is preferably below the 
plv*??e transition temperature of the material forming the 
m* opheres and below the activation V • perature of the 
gaseous, precursor . , Howe , or, the gaseous precursor may be 

30 activated during manufacture or storage. 

At least in part, the gas impermeability of gaseous 
precursor-filled liposomes has been found to be related to 
the gel state to liquid crystalline state phase transition 
temperature. By "gel state to liquid crystalline state phase 

35 transition temperature", it is meant the temperature at which 
a lipid bilayer will convert from a gel state to a liquid 
crystalline state. See, for example, Chapman et al . , J . 
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Biol. Chan. 1974, 24.9, 2512-2521. It is believed that, 
generally, the higher gel state to liquid crystalline state 
phase transition temperature, the more gas impermeable the 
liposomes are at a g'ven temperature. See Table II below and 
5 Derek Marsh, CRC bUxuOhook of Lipid Bilayers (CRC Press, Eoca 
Raton, FL 1990), at p. 1^9 for main chain melting transitions 
of saturated diacyl-sn-glycero-3-phos^hocholinec-. However, 
it should also be noted that a lesser degree of energy can 
generally be used to release a therapeutic compound from 

10 gaseous precursor-filled liposomes composed of lipids with a 
lower gel state to liquid crystalline, state phase transition 
temperature. Where the gel state to liquid crystalline state 
phase transition temperature of the lipid employed is hig: -r 
than room temperature, the temperature of the container may 

15 be regulated, for example, by providing a cooling mechanism 
to cool the container holding the lipid solution. 

Since gaseous precursors (e.g. p*-rf luorobutane) are 
less soluble and diffusible than other gases, such as air, 
they tend to be more stable when entrapped in 13 polemics even 

20 when the posomes are composed of lipids in the liquid- 
crystalline state. Small liposomes composed of liquid- 
crystalline state lipid such e* egg phosphatidyl choline may 
b used to entrap a nanodroplet of perf IjAorobutane . Fox- 
example, lipid vesicles with diameters of about. 3 0 nm to 

25 about 5 0 nm may be used to entrap nanodroplet s of 

perfluorobu- ^ witb mean diameter of about 25 nm. After 
temperature activated conve. ion, the precursor filled 
liposomes will create microspheres of about 10 microns in 
• diamete,: . The lipid in tbi* case, server the purpose of 

30 defining the si ? of the microsphere via the small liposome. 
The' lipids also serve to stabilize the resultant microsphere 
size. In this case, techniqu- s such as microemulsif icat ion 
are preferred for forming the small liposomes which entrap 
the precursor. A microf luidizer (Microf luidics , Newton, MA) 

35 is particularly useful for making an emulsion of small 
liposomes which entrap the gaseous precursor. 
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Table IX 



Satu- at«d r>S acyl-Bn-Glycero«3-rhoGphocholine:n : 
Main Chain Gel State to Liqv Crystalline : -tatc 
l J han« Transition Temperatures* 



Carbons in Acyl 
Chains 


Main Phase 
Transition 
Temp?-/**turt: (° C) 


1,2- (.12:0) 


-1.0 


1,2- (13:0) 


13 .7 


1,2- (14 :0) 


23 . 5 


1,2- (15:0) 


34*5 


1,2- (16:0) 


41.4 


1,2- (17:0) 


4G .2 


1, 2- (18:0) 


55 .1 


1,2- (19:0) 


61 . 8 


1,2- (20:0) 


64.5 


1,2- (21:0) 


71.1 


1,2- (22:0) 


74 .0 


1,2- (23:0) 


79 .5 


1,?- (24:0) 


80.1 



20 . The gel state to liquid crystalline state phase 

transition temperatures of various lipids will be. readily 
apparent to those skilled in the art and are described, for 
example, in Gregoriadis, ed., Liposome Teclmology. Vol. I, 
1-18 (CRC Press, 1984) . 

25 m certain preferred euibod invents, the phase transition 

temperature of the material forming the microsphere is 
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greater than the internal body temperature of the patient to 
which they are administered. For example, microspheres 
having a phase transition temperature greater than about 37° 
C are preferred for admir istivtion to humans. ' In general, 
microspheres having a phase transition temperature greater 
than about 20° C are prefexic?. 

In preferred embodiments, the microspheres of the 
invention are stable, stability being defined as resistance 
to rupture from the time of formation until the application ; 
of ultrasound. The materials, such as lipids, used to 
construct the m." crospteres may be chosen for stability. For 
example, gaseous precursor-filled liposomes composed of DSPC 
(distearoylphospV-atidylcholine) are more stable than gaseous 
precursor- filled liposomes composed of DPPC 
15 (dipalmitoylphosohatidyl-choline) and that t'-^se in turn are 
mo:,:e stable than gaseous precursor-filled liposomes composed 
of egg phosphatidylcholine (EPC) . Preferably, no tr. than 
about 50% of the microspores rupture from the time of- 
formation until the application of ultrasound, more 
20 preferably, no more than about 25% of the microspheres 

rupture, even 'wore preferably, no more than about 10% of the 
microspheres, and most preferably, no more than aboat 1* of 
the microspheres. 

In addition, it has been found that the gaseous 
25 precursor-filled liposomes of the present invention can be 
stabilized with lipids covalently linked to polymers of 
polyethylene glycol, commonly referred to as PEGyluted 
lipids. It has also been found that the incorporation of at 
least a small au-.unt of negatively charged lipid, or a lipid 
having a net negative charge, into any liposome meiabrane, 
although not required, is beneficial to providing liposomes 
that do not have a propensity to rupture by fusing together. 
By at least a small amount, it is meant about 1 to about 10 
mole percent of the total lipid. Suitable, negatively charged 
lioids will be readily apparent to those* skilled in the art, 
an'd include, for example, phosphatidylserine and fatty acids. 
Most preferred for ability to rupture on application of 
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resonant frequency ultra: ..and, echogenicity and stability are 
liposomes prepared from dipalinitoylphosphatidylcholine. 

Further, the microspheres of the invention are 
preferably sufficiently stable in the vasculature such that 
5 "they withstand recirculation. The gaseous precursor- filled 
microspheres may be coated such that uptake by the 
reticuloendothelial system is minimized. Useful coatings 
include, for example, gangliosidec, glucuronate, 
gala'cturonate , guluronate, polyethylcneglycol , polypropylene 
10 glycol, polyvinylpyrrolidone, polyvinylalcohol, dextran, 
starch, phosphorylated and sulfonated mono, di, tri, oligo 
and polysaccharides and albumin. The mio spheres may also • 
be coated for purposes such as evading recognition by the . . 

immune system. 
15 in preferred embod.imenV.tf, at least about 50%, 

preferably, at least about 75%, more preferably at least; 
about 90% and most prefe • ably , about 100% of the therapeutic 
and gas contents of the microsphere remain with the 
microsphere, because of their impermeability until they reach 
20 the internal region of the patient to be targeted and 
ultrasound is applied. 

Further, the materials used to i ^the microspheres 
should be biocompatible. Biocompatible materials are defined 
as non-toxic to a patient in the amounts in which they are 
25 administered, and preferably are not disease-producing, and 
most preferably are harmless. 

The material u&ed to form the microspheres is also 
preferably flexible. Flexibility, as defined in the context 
of gaseous precursor-filled micro?!' s, is the ability of a 
30 structure to alter its shape, for example, in order to pass 
through an opening having a size smaller than the 
microsphere. Due to flexible lipid membranes they have the 
ability to change diameter and stiffness with pressure. The 
reflected ultrasonic signals may therefore be used non- 
35 invasively for measuring pressures inside the body. 

Liposomes are a preferred embodiment of this invention 
since they are highly useful for entrapping gas. 
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Additionally, gaseous precursor- filled liposome are 
preferred due to their biocompat ability and the ability to 
easily accommodate lipophilic therapeutic compounds that will 
easily cross cell membranes after the liposoir.es are ruptured.. 
5 One skilled in the art, once armed with the present. 

disclosure, would recognize that particular lipids may be 
chosen for the intended use. 

The yield of gas-filled lipid spheres produced from 
gar -n.s precursors increases when prepared from hydrated 
10 multilamellar lipid suspension* as opposed to large 

unilamellar vehicles or dried lipid. Gas-filled microsphere 
prepared from lipid suspensions have a decreased amount of 
unhydrated lipid in the final product. Unhydrated lipid 
appears as amorphous clumps of non-uniform size and is 
15 undesirable. The multilamellar lipid suspensions may be 
autoclaved as a terminal sterilization step without any 
compromise in gaseous precursor- filled microsphere 
production. Autoclaving does not change the size of. the 
. lipid particles and does not decrease the ability of the 
20 lipid suspensions to entrap gaseous precursors or gas. 
Sterile vials or syringes may be filled with the lipid 
suspensions and. then sterilized in si by autoclave. Gas 
may' be instilled into the lipid suspensions after autoclave 
in situ within the sterile containers via manual agitation,. 
25 immediately prior to uce, for example, with vortexing, 
pressurization or other mechanical agitation, such as a 

shaker table. 

Provided that the circulation half -life of the 
microspheres is sufficiently long, the microspheres will 

30 generally pass through the target tissue as they pass through 
the body. By focusing the rupture inducing sound waves on 
the selected tissue to be treated, the therapeutic will be 
released locally in the target tissue. As a further aid to 
targeting, antibodies, carbohydrates, peptides, 

35 glycopeptides, glycolipids, lectins, glycoconjugates. and 
synthetic and natural polymers, such as and not limited to 
po-yethylene glycol, polyvinylpyrrolidone, polyvinylalcohol , 
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which may be incorporated onto the surface via alkylatxon, 
■• a-ylation, sterol groups or derivatized head groups of 
phospholipids such as dioleoyl phosphatidylothanoi amine 
(DOPE) , d*palm.itoylphof;phatidylethanola1nine (DPPE) , or 
5 disteroylphosphatidyiethanolamine (DSl-v:) , may al>o be 
incorporated into the surface of the microspheres. 

Where lipid material is used to create the 
microspheres, thus forming a liposome, a wide variety of 
lipids may be utilized in the construction of the 
10 microspheres. The materials which may be utilized in 
preparing liposomes include any of the materials or 
combinations thereof known to those skilled in the art as 
sui:- ,ible for liposome preparation. The lipids used may be of 
either natural or synthetic origin. The particular lipids 
15 ere chosen to optimize the dec -red properties, e.g., short 
plasma half -life versus long plasma half -life for maximal 

serum stability. 

The lipid in the gaseous precursor-filled liposomes 
may be in the form of a single bilayer or a multilamellar 
20 bilayer, and are preferably multilamellar. 

Lipids which may be used to create liposome 
microspheres include but are not limited to: lipids such as 
fatty acids, 3ysolipids, phosphatidylcholine with both 
saturated and unsaturated lipids including 
25 dioleoylphosphatidylcholine; dimyristoylphosphatidylcholine; 
dipentadecanoylphosphatidylcholine, 

dilauroylphosphatidylcholine, dioleoylphoeptiat idyl choline , 
dioalmi toylphofspha t idyl '■■hoi rne ; 

distearoylphosphatidylcholine; phosphatidylethanolamines such 
30 as "dioleoyrphosphatidylethanolamine; phosphat idyl serine; 
phosohatidylglycerol; phosphatidylinositol, sphingolipids 
such as sphingomyelin; glycol ipids such as ganglioside GMl 
. and GM2; glucolipids; sulfatides; glycosphingolipids ; 
phosphatidic acid; palmitic acid; stearic acid; ara-.hidonic 
35 acid; oleic acid; lipids bearing polymers such as 
polyethyleneglycol , chitin, hyaluronic acid or 
polyvinylpyrrolidone; lipids bearing sulfonated mono-, di-. 
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oligo- or polysaccharides; cholesterol, cholesterol sulfate 
and cholesterol hcmisuccinate; tocopherol herui succinate, 
lipids with ether and ester-lii d fatty acids, polymerized 
lipids, diacetyl pho.^hste, r.tearylanine, cardiolipin, 
5 phospholipids with short chain fatty acid* of 6-0 carbons in 
length, synthetic phospholipids with asymmetric acyl chaii-s ^ 
(e.g., vii-h one acyl chain of 6 carbons and another acyl 
chain of 12 carbons), 6- <5-cholesten-30-yloxy) -l-thio-0-D- 
galactopyranoside, digalactosyldiglyoeride, 6- (5-cholesten- ; 

10 3 0 - y 1 oxy ) hexyl - 6 •- ami no - 6 - deoxy - 1 - 1 h i o - 0 - D - ga 1 a c t opyranos id<?, 
6 - ( 5 - chol e s t en - 3 /? - y 1 oxy ) hexy 1 - 6 - ami no - 6 - deoxy 1 -1-thio-a-D- 
mannopyranoside, 12- ( ( (7 ' -diethylaminoeoumarin-3- 
yl) cflvbonyDmethylanino) -octadeennoic acid; N- [12 - ( ( <7' - 
diethylarr.inocouvnarin-3 -yl ) carbonyl) m-thyl - amino) 

15 octadecanoyl] -2-amincpalmitic acid; cholesteryl) 4 • -trimethyl- 
aimaonio) butanoat •-" ; N-succinyldioleoyl phospli. vci dylethanol - 
amine ; 1,2- dioleoyl - sn- glycerol ; 1 , 2 - dipalmi toyl -sn- 3 - 
succinylglycerol; 1, 3-dipalmitoyl-2-succinylglycerol ; 1- 
hexadecyl-2-palmitoylglycerophosplioethanolamine and 

20 palmitoylhomocysteine, and/or combinations thereof. The 

liposomes may be formed r.s monolayers or bilayers and may or 
may n..t have a coating. 

Lipids bearing hydrophilic polymers such as 
polyothyleneglycol (PEG), including and not limited to PEG 

25 2,000 MW, 5,000 KW, and PEG 8,000 MW, are particularly useful 
for improving the stability and size distribution of the. 
gaseous precursor-containing liposomes. Various different 
mole ratios of PSGylated lipid, 

dip--Amit'oylphosphatidylethanolamine (DPPE) bearing PEG 5,000 
3C KW , for example, are also useful; 8 mola percent DPPE is 

preferred. A preferred product which is highly useful for 

entrapping gaseous precursors contains 83 mole percent DPPC, 

8 mole percent DPPE- PEG 5,000 MW and 5 mole percent 

dipalmi toy lphosphatidic acid. 
35 In addition, examples of compounds used to make, mixed 

systems include, but by no means are limited to 

lauryltrimethylammonium bromide (dodecyl-) , 
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cetyltrimethylammonium bromide (hexadecyl - ) . myrisr.yltr i - 
methylamiiionium brc.mi.d-v (tetradccyl- ) , 

alkyldimethylbenzylanwsonium chloride (alkyl=Cl2 , C14 , C16) , 
benzyldiroethyldodecylammonium bromide/chloride, 
benxyldimethylhexadeoylaiumoiiuw bromide/chlorid , 
benzyldimethyltetradecylamraoniura bromide/chl oride , 
cetyldi methylef.hyla;r.tr»onium bromide/chloride , or 
cetylpyriOinium bromide/chloride . Likewise perf l.uorocarbons 
such as pentaf lucre, octadecyl iodide, perfluorooctylbromi.de 
(PFOB) , perf luoroclocalin, perf luorododecalin. 

perfluorooctyliodide. perf luorotripropylamine, and perfluoro- 
tributylamine. The perf luorocarbons may be entrapp-l in 
liposomes or stabilised in emulsions as is well know in the 
art such as U.S. Patent No. 4,865,836. The above examples of 
lioid suspensions. may also be sterilized via autoclave 
without appreciable change in the size of^the suspensions. A 
preferred product of the present, invention incorporates lipid 
as a mixed solvent system in a ratio of 8:1:1 or 9:1:1 norm?l 
sal ine : glycerol : propylene glycol. . 

If desired, either anionic or cationic lipids may be 
used to bind anionic or cationic pi va maceuticals . Cationic 
lipids may be used to bind. DNA and RNA analogues with in or 
on the surface of the gaseous precursor-filled microsphere. A 
variety of cationic lipids such as DOTMA, N-[l-(2,3- 
dioleoyloxy) propyl] -N, N,N-trimethylammo Lum chloride; DOTAF, 
l,2-dioleoyloxy-3- (trimethylammonio) propane ,- and DOTB, 1,2- 
dioleoyl-3- (4' -triinethyl-ammoniojbutanoyl-sn-glycerol may be. 
used. In general the molar ratio of cationic lipid to non- 
cationic lipid, in the liposome may be, for example, 1:1000, 
1:100, preferably, between 2:1 to 1:10, more preferably in 
the range between 1:1 to 1:2.5 and most preferably 1:1 (ratio 
of mole amount cationic lipid to rnole amount non-cationic 
lipid, e.g., DPPC) . A wide variety of lipids may comprise 
the non-cationic lipid when cationic lipid is used to 
construct the microsphere. Preferably, this non-cationic 
lipid is dipalmitoylphosphatidylcholine, 

dipalmitoylphosphatidylethanolamine or dioleoyl phosphatidyl- 



ethanolarnine. In lieu of cationic lipids as described above, 
lipids bearing cationic polymers such as polylysine or 
polyarginine may also be used to construct the microspheres 
and afford binding of a negatively charged therapeutic, such 
as genetic material, to the outside of the microspheres. As 
an example, anionic lipids may consist of but are by no means 
limited to sodium dodecyl sulfate, steraric acid, palmitic 
acid, phosphatidic acid, and cholesterol sulfate. 

Other useful lipids or combinations thereof apparent 
to those skilled in the art which are in keeping with the 
spirit of the present invention are also encompassed by the 
present invention. For example, carbohydrate -bearing lipids 
may be employed for in vivo .targeting, as described in U.S. 
Patent No. 4,310,505, the disclosures of which are hereby 
incorporated herein by reference, in their entirety. 

The most preferred lipids are phosphol ip i d , 
prefev Ty DPPC and DSPC, and most preferably DPP'C. 

Saturated and unsaturated fatty acids that may be used 
to generate gaseous precursor-filled microspheres preferably 
include, but are not limited to molecules that hc,ve between 
12 carbon atoms and 22 carbon atoms in either linear or 
branched form. Hydrocarbon groups consisting of isoprenoid 
units and/or prenyl groups may be used as well. Examples of 
saturated fatty acids that may be used include, but are not 
limited to, lauric, myristic, palmitic, and stearic acids. 
Examples of unsaturated fatty acids that may be used include, 
but are not limited to, lauroleic, physeteric. myristoleic, 
palmitoleic, petroselinic, and oleic acids. Examples of 
branched fatty acids that may be used include, but are not 
limited to, isolauric, isomyristic, isopalmitic, isostearic 
acids, isoprenoids , and prenyl groups. 

Generally, one or more emulsifying or stabilizing 
agents are included with the gaseous precursors to formulate, 
the therapeutic containing delivery system. The purpose of 
these emulsifying/stabilizing agents is two-fold. Firstly, 
these agents help to maintain the size of the gaseous 
precursor-filled microsphere. As noted above, the size of 
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the: a microspheres will generally affect the size of the 
resultant gas-filled microsphere,;. Secondly the etr.i ? sif yiny 
and stabling agenl.s may be used to coat or stabilize the 
microsphere which results from the precursor. Stabilization 
5 of contrast ag-jut- containing microspheres is desirable to 

maximize the in vivo contrast effect. Although stabilization 
of the microsphere is preferred this is not an absolute 
requirement. Because- the gas-f \lleJ microspheres resulting 
from these gaseous precursors are more staMe than air, they 
10 mev still be designed to provide useful contrast enhancement, 
for example, they p.tsu through the pulmonary circulation 
following peripheral venous injection, even when not 
' specifically stabilized by one or more coating or emulsifying 
agents. One or more coating or stabilizing agents is 
15 preferred however, as ft re flexible stabilizing materials. 

Gas microspheres stabilized by albumin and other proteins are 
less effective as these ?. — :tMliziug coating are more brittle 
and are easily broken during pressure changes, r example, 
by passage through the heart and arteries. Liposomes 
20 prepared using aliphatic compounds are preferred as 

microspheres stabilized with these compounds are much more 
flexible and stable to pressure changes. 

Solutions of lipids or gaseous precursor-filled 
liposomes may be stabilized, for example, by the addition of 
25 a wide variety of viscosity modifiers, including, but not 
limited to carbohydrates and their phosphorylated and 
sulfonated derivatives; polyethers, preferably with molecular 
weight, ranges between 400 and 8000; di- and trihydroxy 
alkfcp.es and their polymers, preferably with molecular weight 
30 ranges between 800 and 8000. Glycerol propylene glycol, 
polyethylene glycol, polyvinyl pyrrolidone, and polyvinyl 
alcohol may also be useful as stabilizers in the present 
invention. Particles which are porous or semi-solid such as 
hydroxyapatite, metal oxides and coprecipitates of gels, e.g. 
35 hyaluronic acid with calcium may be used to formulate a 
center or nidus to stabilize the gaseous precursors. Of 
course, solid particles such as limestone, zeolites, and 
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other particles would generally be considered unsuitable for 
injection into the intravascular space, however, they may be 
quite useful for forming a nidus for the entrapment of the 
gasecuf. precursors and function as effective gastrointestinal . 
5 contrast agent, e.g. for MR I or computed tomography. 

Emulsifying and/or solubiliaing agents may also bo 
used in conjunction with lipids or liposomes. Such agents 
include, but are not limited to, acacia, cholesterol, 
diethanolemiwe, glyceryl monostearate, lanolin alcohols, 
10 lecithin, mono- and di-glycerides , mono-ethanolamin*, oleic 
acid, oleyl alcohol, poioxamer, peanut oil, palmitic acid, 
polyoxyethylenfi 50 stearate, polyoxyl 35 castor oil, pol yoxyl 
10 oleyl ether, polyoxyl 20 cetostearyl ether, polyoxyl 4 0 
stearate, polysorbate 20, polysorbate 40.,. polysorbate 60, 
15 polysorbate 80, propylene glycol diacetate, propylene glycol 
monor.tearato, sodium lauryl sulfate, sodium stearate, 
sorbitan mono-laurate, sorbitan mono-oleate, sorbitan mono- 
pa: nitate, sorbitan monostearate, stearic acid, trolemine, 
and emulsifying wax. All lipids with perfluoro fatty acids 
20 as a component of the lipid in lieu of the saturated or 

unsaturated hydrocarbon fatty acids found in lipids of plant 
or animal origin may be used. Suspending and/or viscosity- 
increasing agents that may be used with lipid or liposome 
solutions include, but are not limited to, acacia, age-:, 
25 al_jinic acid, aluminum mono-stearate, bentonite, magma, 

carbomer S34P, carboxyaiethylcellulose, calcium and sodium and 
sodium 12, carrageenan, cellulose, dextrin, gelatin, guar 
gum, hydroxyethyl cellulose, hydroxypropy 1 methylcellulose. 
w. • .aesium aluminum silicate, methylcellulose, pectin, 
30 polyethylene oxide, polyvinyl alcohol, povidone, propylene 
glycol alginate, silicon dioxide, soclium* alginate, 
tragacanth, and xanthum gum. 

Any of a variety of therapeutics may be encapsulated 
in the microspheres. By therap :c, as used herein, it is 
35 meant an agent having a beneficial effect on the patient. As 
used herein, the term therapeutic is synonymous with contrast 
agents and drugs . 



V.'O P !/2f.i./ J 



- 42 - 

It is believed that nancparticles and emulsions of 
-• certain precursors are particularly effective at accumulating 
in ischemic and diseased tissue. Such precursors can be used 
for detecting ischemic and diseased tissue vie* ultraeoi. .3 and 
5 also for delivering drugs to these tissues. By coentrapping 
drugs ith the emulsions or nanoparticles comprising the 
gaseous precursors, said drugs can then be delivered to the 
diseased tissues. For example, emulsions of sulfur 
hexafiluoride, hexaf 3 uoropropyloae, bromochloropluoromethane, 
10 octafluoropropene, 1,1 d.ichloro, fluoro ethane, hexa 
f lurooethane .. hexaf luoro-2-butyne, perf luoropentane, 
perfluorobutane, octaf luoro-2-butone or hexaf luorobuta-1 , 3 - 
diene or octaf luorocyclopentenc (27° C) can be used to 
deliver drugs such as cardiac glycosides, angiogenic factors 
15 and vasoactive compounds to ischemic regions of the 

myocardium. Similarly, emulsions of the above precursors may 
also br. used to deliver antisense DNA . or chemotherapeutics to 
tumors. It is postulated that subtle change in temperature, 
pH, and oxygen tension are responsible for the accumulation 
20 of certain precursor preferentially by diseased and ischemic 
tissues. These precursors can be used as delivery vehicles 
or in ultrasound for drug delivery. 

Suitable therapeutics include, but are not limit d to 
paramagnetic oases, such as atmospheric air, which contains 
25 traces of oxygen 17, or paramagnetic ions such as Mn' 2 , Gd* 2 - 
Fe* 3 , as well as superparamagnetic particles (ferrites, iron 
oxideis Fe 3 0 4 ) and may thus be used as susceptibility contrast 
agents for magnetic resonance ima- *ng <KRI) , radiopaque 
r, \ ions, such ar. iodine, bariuu , bromine, or tungsten, for 
30 use as x-ray contrast agents, gases from quadrupolar nuclei, 
may have potential for use as Magnetic Resonance contrast 
agents, antineoplastic agents, such as platinum compounds 
(e.g., spiroplatin, cisplatin, and carboplatin) , 
methotrexate, f luorouracil , adriamycin, mitomycin, 
35 ansamitocin, bleomycin, cytosine arabinosi.de, arabinosyl 
adenine, mercaptopolylysine, vincristine, busulfan, 
chlorambucil, melphalan (e.g., PAM, L-PAM or phenylalanine 
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mustard), merc^tcpurine, mitotane, procarbazine 
hydrochloride dactinomycin (actinomycin D) , daunorubicin 
hydrochloride, doxorubicin hydrochloride, taxol. mitomycin, 
plicawycin (mithvan.ycin) , aminoglutethimi.de, ectraiaust. i.ne 
5 phosnhate sodium, tlutamide, leuprolide acetate, megc-trol 
acetate, tamoxifen citrate:, testolactone, trilostanc, 
amaacrine <m-AM8A> , asparaginase (L-asparaginase) Erwina 
asparaginase, etoposid* (VP-16) , interferon a- 2a, interferon 
a-2b, teniposida (VM-26) , vinblastine suVale (VLR) , 
10 vincristine sulfate, bleomycin, bleomycin sulfate, 
methotrexate, adriamycin, arabinosyl . hydroxyurea, 
procarbazine, and dacarbazine; mitotic inhibitors such as 
etoposide and the vinca alkaloids, radiopharmaceuticals ruch 
as radioactive iodine and phosphorus products ; horiwaos such • 
15 as progestins, estrogens and antiestrogens; anti-helmintics , 
cmtimalari.-as, and antituberculosis drugs; biological* such 
as immune serurr-s, antitoxins and antivenins; rabies 
pro-ohylax5s products; bacterial vaccines; viral vaccines; 
aminoolycosides;' respiratory products such as xanthine 
20 derivatives theophylline and aminophylline; thyroid agents 
such as iodine products and ant i -thyroid agents; 
cardiovascular products including chelating agents and 
mercurial diuretics and cardiac glycosides; glucagon; blood 
products such as parenteral iron, hemin, hematoporphyrins and 
25 their derivatives; biological response modifiers such as 
muramyldipeptide, muranyltripeptide. microbial cell wall 
components, lyr,,phokines (e.g., bacterial endotoxin such as 
lipopolysaccharide, macrophage activation factor), sub-units 
of bacteria (such as Mycobacteria, Corynebacteria) , the 
30 synthetic dipeptide K-acetyl-muramyl-L-alanyl-D-isoglutamme; 
anti-furoal agents such as ketoconazole, nystatin, 
griseofulvin, flucytosine (5-fc) , miconazole, amphotericin B, 
ricin, cyclosporins, and /3-lactam antibiotico (e.g., 
sulfazecin); hormones such as growth hormone, melanocyte 
35 stimulating hormone, estradiol, beclomethasone dipropi onate, 
betamethasone, betamethasone acetate and betamethasone sodium 
phosphate, vetamethasone disodium phosphate, vetamethasone 
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sodium phosphate, cortisone acetate, dexamethasone. 
dexamethas. .:e acetate, dexamethasone sodium phosphate, 
flunisolide, hydrocortisone, hydrocortisone acetate, 
hydrocortisone, cypionate. hydrocortisone sodium phosphate. 
5 hydrocortisone sod-,,:, succinate, methylprednisolone , 
methylprednisolone acetate, methylprednisolone sodium 
succinate, parair.ethar.one acetate, prednisolone, prednisolone 
actate, prt,3n.i solonn sodium phosphate, prednisolone 
tehutate. prednisone, triamcinolone, triamcinolone acetomde. 
10 triamcinolone diacetat.e, triamcinolone hexacetonide , 

fludr. rtisone acetate, oxytocin, vassopressin. and their 
derivatives; vitamins such as cyanocobalamin neinoic acid, 
retinoids and derivatives such as retinol palmitate, and «- 
tocophcrol; peptides, such as manganese super oxide 
ir, dlsmutnse; enzymes such as alkaline phosphatase; anUi-- 

aUeraU: f - cents such as amelexanox; anti -regulation agent* 
such as phenprocouinon and heparin; circi .ry drugs such as 
propranolol; metabolic potentiators such as glutathione ,- 
anti tubercular such as para-aminosalicylic acid, isoniazid. 
20 caoreomycin sulfate cycloserine., ethaatoutol hydrochloride- 
ethionamide, pyr. ••inamide, rifampin, and streptomycin 
sulfate; antiviral* such as acyclovir, amantadine 
azidothymidine (AZT, DDI, Foscarnet, or Zidovudine), 
ribavirin and vidarabine monohydrate (adenine arabinoside, . 
25 ara-A); antianginals such as diltiazevn, nifedipine, 

verap il, erythritol tetranitrate, isosorbide dinitrate. 
nitroglycerin (glyceryl trinitrate) and pentaerythritol 
tetranitrate; anticorjulants such as phenprocoumon, heparin; 
antibiotics such as d.-xpsone, chloramphenicol, neomycin, 
30 cefaclor, cefadroxil. cephalexin, cephradine erythromycin, 
clindamycin, lincomycin, amoxicillin, ampicillin, 
bacamoicillin, carbenicillin. dicloxacillin, cyclacillm, 
picloxacillin. hetacillin. methicillin. nafcillin, oxacillin, 
penicillin including penicillin G and penicillin V, 
ticarcillin rifampin and tetracycline; antiinflammatories 
such as diflunisal, ibuprofen, indomethacin. meclof enamate. 
mefenamic acid, naproxen, oxyphenbutazone , phenylbutazone, 
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piroxicam, sulindac, tolmetin, aspirin and salicylates; 
antir.roto7.oanR such as chloroquine, hydroxychloroquine, 
metronidazole, quinine and meglumine., antimonate; 
antirheumatics such as penicillamine; narcotics such as 
5 pa-egoric; opiates such as codeine, heroin, methadone, 

morphine and opium; cardiac glycosides such as deslanoside, 
digitoxin, digoxin, digitalin and digitalis; neuromuscular 
blockers such as atracurium mesylate, gallamine triethiodiae , 
hexafluorenivm bromide, metocurine iodide, Pancuronium 
10 bronirtn, su^inylcholiue chloride (suxamethonium chloride) . 
tubocurarin* chlorM* and vecuronium bromide; sedatives 
(hypnotics) such as amobarbStal, amobarbita^ sod.: urn, 
aprobarbital, butabarbital sodium, chloral hydrate, 
cthchloi vynol , ethinauate, flurazepain hydrochloride, 
15 glutethimide. methotrimeprazine hydrochloride, methyprylon. 
midazolam hydrochloride, paraldehyde, pentobarbital, 
pentobarbital sodium, i henobarbital sodium, secobarbital 
sodi, • talbutal, temazepam and triazolam; local anesthetics 
such as bupivacaine hydrochloride, chloroprocaine 
20 hydrochloride, etidocaine hydrochloride, lidocaine 
hydrochloride, mepivacaine hydroc' ride, procaine 
hydrochloride and tetr-.^ine hydrochloride; general 
anesthetics svh as droperidol. etomidate. fentanyl citrate 
with droperidol, ketamine hydrochloride, methohexital souium 
and thiopental sodium; and radioactive particles or ions sucn 
as strontium, iodide rhenium and yttrium. 

in certain preferred embodiments. , the therapeutic is a 
monoclonal antibody, such as a monoclonal antibody capable of 
binding to melanoma antigen. _ ^ 

Other preferred therapeutics include genetic material 
such as nucleic acids, and DNA, of either natural or 4 

• synthetic origin, including recombinant RNA and DNA and 
■ antisense SNA and DNA. Types of genetic material that may be 

used include, for example, genes carried on expression 
35 vectors such as plasmids, phagemids. cosmids, yeast . 
artificial chrom^es (YACs) , and defective or "helper 
viruses, antigene nucleic acids, both single and double 
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stranded RNA and DNA and analogs thereof, such as 
phosphorothioate and phosphoroOithioate 

oligodeoxynucleotides. Additionally, the genetic material 
may be combined, for example, with proteins or other 
5 polymers. 

Examples of genetic therapeutics that may be applied 
using the microspheres of the pre.sc-.nt invention include DNA 
encoding at leo.rt a portion. _P.f_an.HI^_S?.n e U DNA encoding at 
least a portion of dystrophin, DNA encoding at least a 
10 portion of CFTR, DNA encoding at least a portion of 1L-2. DNA 
encoding at least a portion of TNF, an antisense 
oligonucleotide c up -ble of binding the DNA encoding at least 

a portion of Ras . 

DNA encoding certain proteinr- may be used in the 

15 treatment of many different types of disease's. For example, 
adenosine deaminase may be provided to trfeat ADA deficiency; 
tumor necrosis factor and/or interleukin- 2 may be provided to 
treat advanced cancers; HDL receptor may be provided to treat 
- liver disease; thymidine kinase may be provided to treat 

2 0 ovarian cancer, brain tumors, or HIV infection; HLA-i-7 may be 
provided to treat malignant melanoma; interleakin-2 may be 
provided to treat neuroblastoma, malignant melanoma, or 
kidney cancer; interleukin-4 may be provided to treat cancer; 
HIV env may be provided to treat HIV infection; antisense 

25 ras/p53 may be provided to treat lung cancer; and Factor VIII 
may be provided to treat Hemophilia B. See, for example, 
Science 258, 19552 . 

If desired, more than one therapeutic may be applied 
using the microspheres. For example, a single microsphere 

30 may contain more than one therapeutic or microspheres 

containing different therapeutics may be co-administered. By 
way of example, a monoclonal antibody capable of binding to 
melanoma antigen and an oligonucleotide encoding at least a 
portion of IL-2 may be administered at the same time. The 

35 phrase "at least a portion of," as used herein, means that 
the entire gene need not be represented by the 
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oligonucleotide, so long as the portion of the gene 
represented provides .in effective block 'to gene expression. 

Similarly, prodrugs may be encapsulated in the 
microspheres, and are included within the ambit of the term 
therapeutic, as used herein. Prodrugs are well known in the 
art and .include: inactive drug precursors which, when exposed 
to high temperature, metabolizing en-.ymo. cavitation and/or 
pressure, in the presence of oxygen or otherwise, or when 
rele-^e-d from the microstores, will form active drugs. Such 
prodrugs can be activated in the method of the invention, 
upon the application of ultrasound to the prodrug- containing 
microspheres with the resultant cavitation, heating, 
pressure, and/or release from the microspheres. Suitable 
prodrugs will be apparent to those skilled in the art, and 
15 are described, for example, in Sinkula et al . , J. Pharm. Sex. 
1975 64, 181-210, the disclosure of which arc hereby 
incorporated herein by reference in its entirety. 

Prodrugs, for example, may comprise inactive forms of 
the active drugs wherein a chemical group is present on the 
20 prodrug which renders it inactive and/or confers solubility 
or some other property to the drug. In this form, the 
prodrugs are generally inactive, but once the chemical group 
has been cleaved from the prodrug, by heat, cavitation, 
pressure, and/or by enzymes in the surrounding environment .or 
25 otherwise, the active drug is generated. Such prodrugs are 
well described in the art, and comprise r. wide variety of 
drugs bound to chemical groups through bonds such as esters 
to short, medium or long chain aliphatic carbonates, 
hetvdesters of organic phc-phate, pyrophosphate, sulfate, 
30 amides, amino acids, azo bonds, carbamate, phosphamide, 
glucosiduronate. N-acetylglucosamine and /S-glucoside . 

Examples of drugs with the parent molecule and the 
reversible modification or linkage are as follows: 
convallatoxin with ketals, hydantoin with alkyl esters, 
35 cblorpheneain with glycine or alanine esters, acetaminophen 
with caffeine complex, acetylsalicylic acid with TRAM salt, 
acetylsalicylic acid with acetamidophenyl ester, naloxone 
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with sulfate ester, i5-n,cthylprostaglnndin F 2o with methyl 
ester, procaine with polyethylene- glycol, erythromycin with 
alkyl' esters, clindamycin with alkyl esters or phosphate 
esters, tetracycline with fcetaine salts, cephalosporins 
5 including 7-ac.ylaminocephalos P orins with ring-substituted 
acylr.xybenzyl esters, nandrolone with phenylproprionate 
decar.oate esters, estr- ■••-•iol with enol ether acelal, 
methylprednisolone with acetate esters, testosterone with n- 
acetylglucosaminide glucosiduronate (trimethylsilyl) ether, 
10 Cortisol or prednisolone or dexaraethasone with 21 -phosphate 
esters . 

Prodrugs rosy also be designed as reversible-, drug 
derivatives and utilized as modifiers t-= enhance drug 
transport to site-specific tissues. Examples of parent 

15 molecules with reversible modifications or linkages to 
influence transport to a site specific ti, s and for 
enhanced therapeutic effect include isbcyaiu-ite with haloalkyl 
nitrosurea, testosterone with propionate ester, methotrexate 
(3-5'-dichloromethotrexate> with dialkyl esters, ■ cytosine 

20 arabinoside with . 5' -acylate, nitrogen mustmrd (2 , 2 ' -dichloro- 
N-methyldiethylainine) , nitrogen mustard with aminomethyl 
tetracycline, nitrogen mustard with cholesterol or estradiol 
or dehydroepiandrosterone esters and nitrogen mustard with 
azobenzene . 

25 As one skilled in the art would recognize, a 

particular chemical group to modify a given therapeutic may 
be selected to influence the partitioning of the therapeutic 
into either the membrane or the internal space of the 
microspheres. The , bond selected to link the chemical group 

30 to the therapeutic' may be selected to have the desired rate 
of metabolism, e.g., hydrolysis in the case of ester bonds in 
• the presence of serum esterase:; after release from the 
gaseous precursor-filled microspheres. Additionally, the 
particular chemical group may be selected to influence the 

35 biodistribution of the therapeutic employed in the gaseous 
precursor-filled drug carrying microsphere^ invention, e.g., 
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N,N-bis(2-chloroc:thyl)-phosphorodiamidic acid with cyclic 
phosphatide for ovarian adenocarcinoma. 

Additionally, the prodrugs employed within the gaseous 
precursor- filled microspheres may be designed to contain 
reversible derivatives which are utilized as modifiers of 
duration of activity to provide, prolong or depot action 
effects. For example, nicotinic acid may be modified with 
dextran and carboxywethlydextran esters, streptomycin with' ^ 
alginic i-.oid salt, dihydrost > eptomycin v/ith pamoate salt, 
cytarabin- (ara-C) with 5 ' -adamantoate ester, ara- adenosine 
(ara-A) with 5-palW tate and 5' -beazoate esters, amphotericin 
B with methyl ester-., testosterone with 17-0-alkyl esters, 
estradiol with formate ester, prostaglandin with 2- (4- 
imidazolyDethylamine salt, dopamine with amino acid amide.:. 
15 chloramphenicol with mono- and bis (trimethylsilyl) ether:* , 
and cycloguanil with pamoate salt. In this form, a depot or 
reservoir of long-acting drug may be" released in vivo from 
the gaseous precursor- filled prodrug bearing microspheres. 

In addition, compounds which are generally thermally 
20 labile may be utilized to create toxic free radical 
compounds. Compounds with azolinkages, peroxides and 
disulfide linkages whic- decompose with high temperature are 
preferred. With this form of prodrug, azo, peroxide or 
disulfide bond containing compounds are activated by 
25 cavitation and/or increased heating caused by the interaction 
of high energy sound with the gaseous precursor- filled 
microspheres to create cascades of free radicals from these 
prodrugs entrapped therein. A wide variety of drugs or 
chemicals may constitute these prodrugs, such as azo 
30 compounds, the general structure of such compounds being R- 
N=N _ R/ wherein R is a hydrocarbon chain, where the double 
bond between the two nitrogen atoms may react to create free 
radical products in vivo. 

Exemplary drugs or compounds which may be used to 
35 create free radical products include azo containing compounds 
such as azobenzene, 2 , 2 ' -azobi sisobutyronitril« , 
azodicarbonamide, azolitmin, azomycin, azosemide, 
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azonulf amide, azoxybenzene, aztreonam, sudan III, 
sulfachrysoidine, sulf amidochrysoidine and sulfasalazine, 
compounds containing disulfide bonds such as sulbe.nt.ine, 
thiamine disulfide, thiolutin, thiram, compounds contciimncj 
5 perovidcs such as hydrogen peroxide and ben/oylperoxide, 
2 ? <-azobisi f ;obutyronitrile, 2 , 2 ' -azobis (2-amidopro P ane> 
dihydrochloride. and 2 , 2' -azobis (2, 4 -dimethylvaleronitrile) . 

A gaseou.r. precursor-filled microsphere filled with 
oxygen gas should cr. ate extensive free radicals with 
10 cavitation. Also, metal ions from the transition series, 
especially manganese iron and copper can increase the rate 
of formation of reactive oxygen intermediates from oxy. . 
By encapsulating metal ions within the microspheres, the 
formation of free radicals in vivo en be increased. Tneee 
15 m~tal ions may be incorporated into the microspheres as free 
salts, as coK.ple.xes, e.g., with EDTA, DTPA, DOTA or 
desferriox^iro, or as oxides of the in tal ions. 
Additionally, derivatized complexes of the metal ions may be 
bound to lipid head groups, or lipophilic complexes of the 
20 ions may be incorporated into a lipid bilayer, for example. 
When exposed to thermal stimulation, e.g., cavitation, these 
metal ions then will increase the rate of formation of 
reactive oxygen intermediates. Further, radiosensitizers 
such as metronidazole and misonidazole may be incorporated . 
25 into the gaseous precursor-filled microspheres to create fre,: 
radicals on thermal stimulation. 

By way of an example of the use of prodrugs, an 
acylated chemical group may be bound to a drug via an ester 
lit.kaoe which would readily cleave in vivo by enzymatic 
30 action in serum. The acylated prodrug is incorporated into 
the gaseous precursor-filled microsphere of the invention. 
The derivatives, in addition to hydrocarbon and substituted 
hydrocarbon alkyl groups, may also be composed of halo 
substituted and perhalo substituted groups as perf luoroalkyl 
3D groups. Perf luoroalkyl groups should possess the ability to 
stabilize the emulsion. When the gaseous precursor- filled 
microsphere is popped by the sonic pulse from the ultrasound, 
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the prodrug encapsulated by the microsphere will then be 
exposed to the serum. The ester linkage is then cleaved by 
esterar.es in the serum, thereby generating the drug. 

e-milirly. ultrasound may be utilized not only to 
5 rupture' the gaseous precursor-filled microsphere, but also to 
cau^e thermal effects which may increase the rate of the 
chemical cleavage and the release of the active drug from the 

prodrug . > 
The microspheres wy also be designed so that tnere xs • 

10 a symmetric or an asymmetric distribution of the ther.peut.1c 
both inside and outside of the microsphere. 

The particular chemical structure of the therapeutics 
may b- selected or modified to achieve "desired solubility 
such that the..therai - -aic may either be encapsulated withxn 
15 the internal gaseous precursor- filled space of the 

microsphere, attached to the microsphere or em^hed xn the 
microsphere. The surface -bound therapeutic may bear one or 
more acyl chains such that, when the microsphere is popped or 
heated or ruptured via cavitation, the acylated therapeutic 
20 may then leave the surface and/or the therapeutic may be 
cleaved from the acyl chains chemical group. Similarly, 
other therapeutics may be formulated with a hydrophobic group 
which is aromatic or sterol in structure to incorporate into 
the microsphere surface. 
25 In addition to lipids, other materials that may be 

used to form the microspheres include, for example, protexns 
such as albumin, synthetic peptides such as polyglutamxc 
acid, and linear and branched oligomers an* polymers of 
galactose, glucose and other hexosaccharid- and polymers 
30 derived from phosphorylated and sulfonated pentose and hexose 
eugare and sugar alcohols- Carbohydrate, polymers such as 
■ alginic acid, dextran, starch and HETA starch may also be 
used Other natural polymers, such as hyaluronic acid, may 
be utilized. Synthetic polymers such as polyethyleneglycol , 
35 polyvinylpyrrolidone, polylactide, polyethyleneimines (linear 
and branched) , polyionenes or polyiminocarboxylates may also 
be employed. 
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Where the therapeutic encapsulated by the microspheres 
• is negatively charged, such as genetic material, cationic 
lipids or perfluoroalkylated groups bearing cationic groups 
may be utilised to bind the negatively charged therapeutic. 
5 For example, cationic analogs of amphiphilic 

perfluoroalkylated bipyridines, as described in Garelli and 
Vierling. Biochim. Biophys Acta, 1992, 1127, 41-48, the 
disclosures of which are hereby incorporated herein by 
reference in their entirety, may be used. 
10 In general, negatively charged therapeutics such fis 

genetic material may be bound to the hydrophilic hcadgroups 
of mixed micellar components, e.g., non-cationic lipid with 
cationic lipids, for example, DOTMfc or stearylamine or 
substituted alkyl groups such as trimethylRtearylamine . 
15 useful mixed micellar compounds include but are not limited 
to: lauryltrimethylammonium brorro d-?- (dodecyl-) , 
cetyltrimethylammonium bromide, (hexau vcyl-) , 
myristyltrimethylammonium bromide (t«. i.radecyl-) , 
alkyldimethylbenzylammonium chloride (alkyl = C 12 , C 1A , C 16 ,), 
20 benzyldinvethyldodecylammonium bromide/chloride , 
benzyldimethylhexadecylammonium bromide/ chloride , 
benzyldimethyltetradecylaramonium bromide/chloride, 
cetyldimethylethylammoni\:o. bromide/chloride, or 
cetylpyridiniutr. bromide/chloride. 
25 T he size of therapeutic containing liposomes can be 

adjusted, if desired, by v variety of procedures including 
extrusion, filtration, sonication, homogenization, employing 
a laminar stream of a core of liquid introduced into an 
immiscible sheath of liquid, extrusion under pressure throug) 
30 pores of defined size, and similar methods, in order to 

modulate resultant liposomal biodistribution and clearance. 
The foregoing techniques, as well as others, are discussed, 
for example, "in U.S. Patent No. 4,728,578; U.K. Patent 
Application GB 2193095 A; U.S. Patent No. *4. 728, 575; U.S. 
35 Patent No. 4,737,323; international Application 

PCT/US85/01161; Mayer et al . , Biochimic,:. et Biophysica Acta, 
Vol. 858, pp. 161-168 (1986); Hope et al . , Biochimica et 
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• , • tr-f, Vol 812, pp. 55-65 (1985); U.S. Patent No. 
Biophy tea Acid, Vol. I* 

4 S3. 7S4; Mayhew ct al . . Methods in Enzywolocjy, Vol. 149, 
J,' " 64-77 (1967).; Maybe," et al . , BiocMmic* et Biopsy sic, 
Zt». Vol 755, pp. 169-7, (1984); Cheng et al I-s^ve 
RH ,olo g y, Vol. 22, pp. 47-55 (1907); PCT/US89/05040 , U.S. 

f . .To / 162 282- U.S. Patent No. 4.-310,505; U.S. Patent 
Patent No. 4 f ib^,^o^, ^-^ , 
No 4,921,706; and Liposome Technology, Gregorys, G., ec,., 
Vol I po. 29-31, 51-67 and 79-100 (CRC Press Inc., Boca 
Raton, ' FL* 1984 ) . The disclosures of each of the foregoing , 
paints, publications and patent applications are 
incarcerated by reference herein, in their entirety. 

" Filter pore sizes are selected for sizing as weU as 
to remove any potential contaminants. Th filter pore size 
may be between 10 nm and 20 M m. -re preferably between .0 n,, 
15 and 10 „m, and even .ore preferably between 100 nm and 8^. 
Most preferably, the f lit- , pores are about 0.22 ,zm in size. 
Two or more filters may be stacked in a series to maximze 
the effectiveness of filtration. Useful materials for 
. formation of the filters include polymers such as 
20 polysulfonate, polycarbonate, and polyvinyl idene chlorxoe 
addition, glass, ceramics, and metal filters may also io 
utilized. Additionally, wire, polymer, or ceramic messes ma, 
also be utilized. Filtration may either be utilized. 
Filtration may be performed as part of the manufacturing . . 
25 p-ocess or during, administration through an in-line f^er 

The caseous precursor-filled microspheres may be sized 
as a terminal step via a filtration process. A cascade 
filter comorising two or more serial filters, 10 micron 
followed by 8 "micron, for example, increases yield. The 
30 result is a high yield of stable, uniform-sized, gaseous 
precursor-filled microspheres with great efficacy for 
ultrasonic imaging and drug delivery. 

Taking advantage of principles in the ideal gas law 
and the exoansion in size of the microspheres from the liquid 
35 to gaseous phases stable microspheres which are small enough 
t o be injected through in line filters and provide the 
necessary contrast enhancement in vivo. Indeed, knowing the 
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expansion in microsphere diameter upon liquid to gancous 
transition a filter system may be designed such that the 
particles or emulsion is sized via a process o£ 
injection/filtration. Upon transition from the liquid to 
5 gaseous phases, the appropriate sized gas-filled microspheres 
will the form. Knowing the necessary volume of gaseous 
precursor and the contribution of the stabilizing materials 
to effective droplc-r. diameter and then utilizing the ideal 
gas law, the optimal filter diameter for siainy the precursor 
10 droplets may be calculated. This, in turn, will produce 
mici-.-pheres of the desired dian»: :.er- 

The caseous precursor-filled microspheres may be sized 
by a simple process of extrusion through filters. The filter 
pore sizes control the size distribution of the resulting 
is gaBoonfl precursor-filled microspheres. By using two or more 
cas^Vd or a stacked set of filters, e.g. 10 micron followed 
by 8 micron, gaseous precursor- filled microspheres having a 
very narrow size distribution centered, around 7 - 9 ^ may be 
produced when extrusion is. performed at a temperature above -. 
20 the phase transition temperature of the gaseous precursor. 
After filtration, these lipid coated microspheres remain 
stable for over 24 hours, and even up to a year or longer. 
The filtration ste? may be incorporated as a filter assembly 
when the suspension is removed from a sterile vial prior to 
25 use or even more preferably the filter assembly may be 
incorporated into the syringe itself during use. This 
process may be applied using differently sized filters, such 
that differently sized microspheres result- 

The size of the microspheres of the present invention 
30 will defend upon the intended use. Since microsphere size 
influences biodistribution, different size microspheres may 
be selt ted for various purposes. With the smaller 
■ microspheres, resonant frequency ultrasound will generally be 
higher than for th,: larger microspheres. 
35 For example, for intravascular application, the 

preferred size range is a mean outside diameter between about 
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and about 10 microns, with the preferable mean 
30 nanometers ana djuiu. 

outside diameter being about 5 microns. 

Mo-e specifically, for intravascular application, the 
ize of the mir.ospheres is preferably about 10 ^ or less xn 
m ean outside diameter, and preferably less than about 
and more preferably no smaller than about 5 nanometers ,n 
outside deleter. Preferably, the microspores are no 
smaller than about 30 nanometers in mean outside ^ 

To provide therapeutic delivery to organs such a. the 
liver and to allow differentiation of tumor from normal 
tiwe smaller microspheres, between about 30 nanometers and 
about 'l00 nanometers in mean outside diameter, arc preferred 
For embolization of a tissue such as the ki^iey or the 
lung, the microspheres are preferably less than about 200 
3 5 microns in mean outsid-r diameter. • - 

For intranasal, in* .carectal or topical admxn^tracxo,*, 
the microspheres- are preferably less" than about 100 microns 
in mean outside diameter. * . 

Large microsphere.,, e.g., between 1 and 10 microns xn 
20 size, will generally be confined to the intravascular space 
until they are cleared by phagocytic elements lining the 
ve-els, such as the macrophages and Kuppfer cells laning 
capillary sinusoids. For pas^e to the c "Is beyond the 
sinusoids, smaller microspheres, for example, less than about 
25 a micron in diameter, e.g., less than about 300 nanometers in 
size, may be utilized. 

In preferred embodiments, the microspheres are 
administered individually, rather than, for example, embedded 

in a iru.tr ix- * * *.v,« 

30 Generally, the therapeutic delivery systems of tne 

invention are. administered in the form of an aqueous 
suspension such as in water or a saline solution (e.g., 
phosohate buffered saline) . Preferably, the water is 
sterile. Also, preferably the saline solution is an isotonic 
35 saline solution, although, if desired, the saline solution 

• , „ ab0 "t 0 3 to about 0.5% NaCl) . The 
may be hypotonic (e.g., abo»L 0.J to au 

solution may also be buffered, if desired, to provide a P H 
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range of about. pH 5 to about pH 7.4. The resulting gaseous 
precursor- filled lipid spheres remain stable on sl.orage at 
room temperature for a year or even longer. In addition, 
dextrose may be preferably included in the media. Further 
5 solutions that may be used for administration of gaseous 
precursor-filled liposomes include, but are no" limited to, 
almcnd oil, corn oil, cottonseed oil, ethyl oleate, isopropyl 
myristate, isopropyl palmitate, mineral oil, myristyl 
alcohol, octyl-dodecanol, olive oil, peaimt oil, persic oil, 

10 sesame oil, soybean oil, squalene, myristyl oleate, cetyl 
oleate, myristyl palmitate, as well as other saturated and 
unsaturated alkyl chain alcohols (C=2-22) esterifi d to alkyl 
chain fatty acids (02-22) . 

For storage prior to use, the microspheres of the 

15 present invention may be suspended in an aqueous solution, 
such as a saline solution (for example, a phosphate buffered 
saline solution), or simply water, and stored preferably at a 
temperature of between about 2° C and about 10° C, preferably 
. at about 4° C. Preferably, the water is sterile". Most 

20 preferably, the microspheres are stored in an isotonic saline 
solution, although, if desired, the saline solution may be a 
hypotonic saline solution (e.g., about 0.3 to about 0.5% 
NifCl) . The solution also may be buffered, if desired, to 
provide a pH range of about pK 5 to about pH 7.4. Suitable. 

25 buffers for use in the storage media include, but are not 
limited to, acetate, citrate, phosphate and bicarbonate. 

Bacteriostatic agents may also be included with the 
microspheres to prevent bacterial degradation on storage. 
Suitable bacteriostatic agents includ, . but are not limited to 

30 benzalkonium chloride, benzethonium chloride, benzoic acid, 
benzyl alcohol, butylparabrn, cetylpyridinium chloride, 
chlorobutanol, chlorocresol , methylparaben, phenol, potassium 
benzoate, potassium sorbate, sodium bonzoate and sorbic acid. 
One or more antioxidants may further be included with the 

35 gaseous precursor-filled liposomes to prevent oxidation. of 
the lipid. Suitable antioxidants include tocopherol, 
ascorbic acid and ascorbyl palmitate. 
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Methods of controlled delivery of therapeutic 
compounds to a region of a patient involve the steps of: 

(i) administering to the patient goneous precursor- 
filled microspheres comprising a therapeutic compound; 
5 (ii) monitoring the microspheres using ultrasound to 

detect the liquid to gas phase, transition of the gaseous 
precursor and to determines the presence of the micros. res 

in the region; and 

(iii) rupturing the microspheres using ultrasound to . 

10 release the therapeutic compound in the region. 

Usin* the gaseous precursor- filled microspheres of the 
pre^er-i- invention, ultxa.son.ic energy interacts with the gas, 
burstin" the microspheres and allowing r. therapeutic such as, 
for exe^ple, genetic material to be released and transported 
into cells. When the sonic energy encounters the interface 
of the gas within the tissue or fluid medium, local 
conversion of sonic energy into thermal and kinetic energy is 
greatly enhanced. The therapeutic material is thereby 
released from the microspheres and surprisingly delivered 
into th- cells. Although not intending to be bound by any 
particular theory of operation, it is believed that the 
thermal and kinetic energy created at the site of the ce,l 
enhances cellular uptake of the therapeutic. 

The route of administration of the microspheres wi.l 
25 vary depending on the intended use. As one skilled in the 
art would recognize, administration of therapeutic delivery 
systeus of the present invention may be carried 
various fashions, such as intravascuH «rly , 
±ntraly*phatically, parenterally. subcutaneously. 
30 intrwauscularly. intranasally. intrarectally, 

intraperitoneal^, interstitially , into the airways via 
nebulizer, hyperbarically. orally, topically, or 
intratumorly, using a variety of dosage forms. One preferred 
route of administration is intravascularly. For 
35 intravascular use, the therapeutic delivery system is 
• generally injected intravenously, but may be injected 
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intraarterially as well. The microspheres of the invention 
may also be injected interstitially or into any body cavity. 

The delivery of therapeutics from the microspheres of 
the present invention using ultrasound is best accomplished 
5 for tissues which have a good acoustic window for the 

transmission of ultrasonic energy. This is the case for most 
tissues in the body such as muscle, the heart, the liver and 
mort other vital structures. In the brain, in order to 
direct th..-. ultrasonic energy past the skull a surgical window 

10 may be necessary. 

The useful dosage to be administered and the node of 
administration will vary depending upon the age, weight, end 
type of animal to be treated, and the particu) r therapeutic 
application intended. Typically, dosage is initiated at 

15 lower levels and increased until the desired therapeutic 
effect is achieved. 

Although ultrasound energy is preferred for activation 
of sight directed drug delivery, in certain cases other forms 
of energy can be utilized. For example, when a good acoustic 

20 window is not available, e.g. the lung, microwave 

radiofrequency energy may be utilized. this can r used for 
example to cause a gaseous precursor to undergo the phase 
transition in the region of the body being heated and in 
doing so release the drugs from the surface of the 

25 microsphere. For example, a microsphere entrapping 2 -methyl - 
2-butene and a chemotherapeutic agent could be activated by 
local hyperthermia using microwave or ultrasound of about 
38.5 C, only a couple of degrees over body temperature. In 
magnetic induct ion^ an oscillating magnetic field is used to 

30 create heating. This can be accomplished with an external 
magnetic field (i.e. the magnet outside the patient) and 
■ferromagnetic probes implanted within the patient, e.g. 
within 1 tumor. As a microspheres flow through the vessels 
within the tumor they will encounter heat in the region due 
35 to the magnetic field oscillation. The gaseous precursor may 
then form c : ■ •., rupture the microsphere and release the drug. 
A particularly novel aspect of the invention is that magnetic 



WO 54/1. 



- 59 



microspheres .ay be .ado. This can be accomplished 
a agnatic- material within the microsphere, for ex^e iron 
oxide particles entrapped within the microsphere along witn 
the gaseous precursor and the therapeutic a 3 cnt • As the 
3 microsphere encounters the region of magnetic field the 
mantle particles capture the energy fxom the oscill*.-- mg 
magnetic field and convert this energy into heat.. Tnxs in 
turn converts the liquid gaseous precursor into gas locally ^ 
releasing the contents of the microsphere. Light energy is - 
0 useful for directing drug delivery with the microspheres xn 
certain instances. Light generally is less ef fee Live at 
penetrating into the depths of body tissues than, for 
e >— le sound or radiof requency energy,' but in certain 
spoliations, the level of penetration is adequate. For 
5 examp^, to deliver drugs to the skin the gaseous precursor 
filled microspheres could be applied topically and sunlamps 
th-n anr.liAd to the skin. The microspheres also be 

injected I.V. and target the skin by shining light of the 
appropriate energy onto the skin: It is believed that 
>0 infrared light energy is particularly effective at 

interacting with tb* perf luorocarboa based gaseous precursors 
to cause photoactivation. For endoscopic application (e.g. 
to treat the mucosal surface of the colon) light energy can 

also be quite useful. 
25 The preferred method of performing site directed drug 

delivery with the gaseous precursor microspheres is to apply 
energy to the target tissues and in dosing so, release the 
" thevaoeutics from the microspheres. The mo,,t preferred 

energy source is ultrasound. In certain instates, however, 
30 the gaseous precursor microsphere, can be extremely effective 
on their own in terms of locally delivering drugs. It is 
believed that gaseous precursors which undergo a liquid to 
■ aaseous phas, transition at close to body temperature are 

particularly effective at accumulating in ischemic and 
3 5 diseased tissues. This hypothesis derives from experiments 
performed with conventional liposomes filled with air. When 
experimental animals are ventillated with 100% oxygen, e.g. 
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pigs or dog.;, the liposomes lose the gas very quickly. 
Gaseous precursors which undr.-rgo phase transitions at close 
to the body temperature (e.g. 37 C) tend to accumulate within 
diseased or ischemic: v issue. Tumors are often ischemic, as 
5 are: infected areas of myocardium, brain, and other tissues, 
the. gaseous precursors then may be used to accomplish local 
drug delivery, particularly preferred are precursors which 
undergo liquid to gaseous transitions at temperatures between 
25° C and about 40° C for this purpose. By incorporating the 

10 therapeutic into the microsphere with the gaseous precursor 
wheh might entrap for example, porf luoropentane , L-butene-3- 
yne-2-methyl, methyl -lactate or bromochlorof luorcaethane, the 
therapeutic agent toy be selectively delivered to ischemic 
tissues. Ultrasound or other energy may be optionally 

15 applied to the ischemic tissue to facillitate drug delivery. 

For 5 xx vitro use, such as cell culture applications, 
the gaseous precursor- filled md'-ospheres may be added to the 
cells in cultures and then incubated. Sonic energy can then 
be applied to the culture media containing the cells and 

20 microspheres. 

The present iv mention may be employed in the 
controlled delivery of therapeutics to a region of a patient 
wherein the patient is administered tho therapeutic 
containing microsphere of the present invention, the 

25 microspheres are moaito --d using ultrasound to determine the 
presence of the microspheres in the region, and the 
microspheres are then ruptured using ultrasound to release 
the therapeutics in the region. 

The patient may be any type of animal, but is 

30 preferably a vertebrate, more preferably a mammal, and most 
preferably human. By region of a patient, it is mea-t the 
whole patient, or a particular area or portion of the 
patient. For example, by using the method of the invention, 
therapeutic delivery may be effected in a patient's heart, 

35. and a patient's vasculature (that is, venous or arterial 
systems) . The invention is also particularly useful in 
delivering therapeutics to a patient's left heart, a region 
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not easily reached heretofore with therapeutic delivery. 
Therapeutics may also be ear.ily delivered to the liver, 
spleen and kidney regions of a X .lent, as well an other 
regions , . using the present methods. 
5 Additionally, the invention is especially use.ul in 

delivering therapeutics to a patient's lung*. Gaseous 
precursor-filled microspheres of the present invention are 
lighter than, for example, conventional liquid-filled 
lioooomes which generally deposit in the central proximal - 
10 a<my rather than reaching the periphery of the lungs. It 
i* therefore believed that the gaseous precursor-filled 
microspheres of the present invention may improve delivery of 
a therapeutic compound to tlx, periphery of the lungs, 
including the terminal airways and the alveoli. For 
15 appUr -ion to the lurgs, the gaseous p-cecursor-f illed 
microspheres nu,y b* applied through ncbulization, for 
example. 

in applications such as the targeting of the lungs, 
which are lined with lipids, the therapeutic may be released 
?0 upon aggregation of a gaseous precursor-filled lipid 

microsphere with the lipids lining the targeted tissue. 
Additionally, the gaseous precursor-filled lipid microspheres 
may bur.-.t after administration without the use of ultrasound. 
Thus, ultrasound, need not be applied to release the 
25 therapeutic in the above type of administration. 

Further, the gaseous precursor- filled microspheres of 
the invention are especially useful for therapeutics that may 
be dcaraded .in aqueous media or upon exposure to oxygen 
and /or atmospheric air. For example, the microspheres may be 
30 filled with an inert gas such as nitrogen or argon, for use 
with labile therapeutic compound... Additionally, the gaseous 
precursor-filled microspheres may be filled with an inert gas 
and used to encapsulate a labile therapeutic for use m a 
region of a patient that would normally j:auae the therapeutic 
35 to be exposed to atmospheric air, such as cutaneous and 
ophthalmic applications. 
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The gaseous precursor-filled microspheres are also 
especially "useful for transcutaneous delivery, such as a 
patch delivery system. The use of rupturing ultrasound may 
increase transdermal delivery of therapeutic compounds. 
Further, a mechanism may be used to monitor and modulate 
therapeutic delivery. For example, diagnostic ultrasound may 
be used to visually monitor the bursting of the gaseous 
precursor- filled microspheres and modulate therapeutic 
delivery and/or a hydrophone may be used to detect the sound 
of the bursting of the gaseous precursor-filled microspheres 
and modulate therapeutic delivery. 

The echogenicity of the. microspheres and the ability 
to rupture, the microspheres at the peak resonant frequency 
using ultrasound permits the controlled d- livery of 
15 therapeutics to a region of a patient by allowing the 

monitoring of the microspheres following administration to a 
patient to determine the preser.ee of microspheres in a 
desired region, and the rupturing of the microspheres using 
ultrasound to release the therapeutics in the region. 
20 Gas-filled microspheres prepared from gaseous 

precursors have great efficacy for diagnostic ultrasound. 
They entrap a large amount of gas, such that they are highly 
reflective and are excellent ultrasound contrast agents. 
High energy ultrasound, preferably continuous wave, above 100 
25 milliwatts, may be used to release, drugs, bioactive and 

genetic materials from the Aerosomes, to augment ultrasonic 
hyperthermia and for cavitation mediated tissue destruction 
and drug activation. 

Preferably,* the microspheres of the invention possess 
30 a reflectivity of greater than 2 dB, preferably between about 
4 dB and about 2 0 dB. Within theso ranges, the highest 
reflectivity for the microspheres of the invention is 
exhibited by the larger microspheres, by higher 
concentrations of microspheres, anu/or when higher ultrasound 
3 5 frequencies are employed. 

Preferably, the microspheres of the. invention have a 
peak resonant frequency of between about 0.5 mHz and about 10 
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„«• Of course, the peak resonant frequency of the gaseous 
precursor -miecl microspheres of the invention will vary 
ending on the diameter and, to some extent:, the elasticity 
or flexibility of the microspheres, with the larger and more. 
5 elastic or flexible microspheres having a lower resonant, 
frequency than the smaller and less elastic or flexible 

microspheres . 

The rupturing of the therapeutic containing 
microsphere., of the invention is surprisingly easily carried 
10 out by applying ultrasound of a certain frequency to the 
region of the patient where therapy is desired, after the 
microspheres have been administered to or have otherwise 
reached that region. Specifically, it h,o been unexpectedly 
found that when ultrasound is applied at a frequency 
15 corresponding to the peak resonant f regency of the 

th^raoeutic containing gaseous precursor- filled micro^-e,, 
the microsphere will r-~ture and release their contents. 

The peak resonant frequency can be determined either 
in vivo or in vitro, but preferably in vivo, by exposing the 
20 microspheres to ultrasound, receiving the reflected y -sonant 
freauency signals and analyzing the spectrum of signals 
received to determine the peak, using conventional means. 
The peak, as so determined, corresponds to the ps-ak resonant 
freauency (or second harmonic, as it is sometimes termed).. 
25 ' The gaseous precursor-filled microspheres will also 

■ rupture when exposed to non-peak resonant frequency 
ultrasound in combination with a higher intensity (wattage) 
and duration (time) . This higher energy, however, results a 
areata increased heating, which may not be desirable. By 
30 adjusting the frequency of the energy to match the peak 

resonant frequency, the efficiency of rupture and therapeuti 
release is improved, appreciable tissue heating does not 
generally occur (frequently no increase in temperature above 
about 2° C). and less overall energy is required. Thus, 
35 application of ultrasound at the peak resonant frequency, 
while not required, is most preferred. 
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Any of the various types of diagnostic ultrasound 
■• imaging devices may be employed '.n the practice of the 

invention, the particular type or model of the. device not 
being critical, to the method of the invention. Also suitable . 
5 are devices designed for administering ultra conic 

hyperthermia, such devices being described in U.S. Patent 
Nc . 4,620,546, 4,658,828, and 4,586,512, the disclosures of 
each of which are hereby incorporated herein by reference xn 
their entirety. Preferably, the device employs a resonant 
10 frequency <RF) spectral uly.er. The transducer probes may 
be applied externally or may be implanted. Ultrasound is 
generally 5 LtiateA at low-^r intensity and duration, 
preferably at p^k" resonant frequency, and then intensity, 
time, and/or resonant frequency increased until the 

15 microsphere ruptures. 

Although application of the various principles wilx be 
readily apparent to o,o. skilled in the art, once armed wxtn 
th» present disclosure, by way of general guidance, for 
gaseous precursor-filled microspheres of about 1.5 to about 
20 10 microns in mean outside diameter, the reoonant frequency 
will generally be in the range of about ^ to about 10 
meoahertz. By adjusting the focal zone to the center of the 
target tissue (e.g., the tumor) the gaseous precursor- fxllea 
microspheres can be visualized under real time ultrasound as 
25 they accumulate within the target tissue. Using the 7.5 
megahertz curved array transducer as an example, adjusting 
the power delivered to the transducer to maximum and 
adjusting the focal zone within the target tissue, the 
spatial peak temporal average (SPTA) power will then be a 
30 maximum of approximately 5.31 m W /c...» in water. This power 
will cause some release of therapeutic from the gaseous 
precursor-filled microspheres, but much greater release can 
be accomplished by using higher power. 

By switching the transducer to the doppler mode, 
35 hioher power outputs are available, up to 2.5 watts per cm' 
from the same transducer. With the machine operating in 
doopler mode, the power can be delivered to a selected focal 
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ZO ne within the target tissue and t>- 8 gaseous precursor- 
filled microspheres can be made to re?.case their 

h ralu'tics Selecting the transducer to «atch the resonant 
Z "ncy of the gaseous precursor- filled .c^- - U 
5 make this process of therapeutic release even .ore eff.caent. 
For larger diameter gaseous precursor- filled 

rr.^ater than 3 microns in mr-an outside 
microspheres, e.g.. gxe«^e*. uiicti 

diameter, a lo.wer frequency transducer may be more e fee v. ^ 
in accomplishing therapeutic release. For example a o.r . 
L0 frequency transducer of 3.5 megahertz (20 n»n curveJ «tiay 
mod.l) may be selected to correspond to the resonant 
freouency of the gaseous precursor-filled microspheres. 
U.:ino this transducer, 101.6 milli^tts per cm may be ^ 
delivered to the focal spot, and switching to doppler moae 
15 will increase the po-er output (SPTA) to 1.02 watts per cm 
To us- the phenomenon of cavitation to release and/o, 
activate the drugs/prodrugs within the gaseous precursor- 
filled microspheres, lower frequency energies may be used, as 
cavitation occurs more effectively at lower frequencies. 
20 Using a 0.757 megahertz transducer driven with higher 

voltaoes (as high as 300 volts) cavitation of solutions of 
gaseous precursor-filled microspheres will occur at 
thresholds of about 5.2 atmospheres. 

Table III shows the ranges of energies transmitted to 
25 tissues from diagnostic ultrasound on commonly used 
instruments such as the Piconics Inc. (Tyngsboro, MA) 
Pcrtascan general purpose scanner with receiver pu.ser 19*6 
Model 661; the Picker (Cleveland, OH) Echoview 8L Scanner 
including 80C System or the Medisonics (Mountain View, CA) 
30 Mod-1 D-9 Ver.atone Bidirectional Doppler. In genera., these 
ranges of energies employed in pulse repetition are useful 
for monitoring the gas-filled microspheres but are 
insufficient to rupture the gas-filled microspheres of the 
present invention . 
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Pulse 
repet it ion 
rate (11?) 

520 



Table III 

.unities Produced by Difignontic Equipment* 



676 



806 



1000 



1538 



Total 

ul trasoni c 
power output 
P (mVJ) 

4.2 



9.4 



Aver ago 
Intensity at 
transducer 
face I T0 (W/m a ) 



32 



6 . 8 



14 .4 



2.4 



71 



24. 



51 



8.5 



;?S { V *l9%" X . ^l?o\*S: SiSclosuU. o^ch are hereby 
5£orpo?a?*d by reference in their entirety. 

Kinder eneroy ultrasound such as commonly employed in 
15 therapeutic ultrasound equipment is preferred for activation 
of the caseous precursor-filled microspheres. In general, 
• therapeutic ultrasound machines employ as much as 50% to 100% 
duty cycles dependent upon the- are, of tissue to be heated by 
ultrasound. Areas with larger amounts of muscle mass (i.e., 
20 backs, thighs) and highly vascularized tissues such as heart 
mav require t) • larger duty cycle, e.g., 100%. 

' ' in diagnostic ultrasound, which may be used to monitor 
the location of the gaseous precursor-filled microspheres, 
one or several pulses of sound are used and the machine 
25 pauses between pulses to receive the reflected sonic signals. 
The limited number of pulses used in diagnostic ultrasouna 
limits the effective energy which is delivered to the tissue 
which is being imaged. 
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in ther -utic ultrasound, continuous wave ultrasound 
ip used to deliver higher . energy levels. In using the 
microspheres of the present invention, the sound energy may 
be pulsed, but continuous wave ultrasound is preferred. If 
5 pulsing is employed, the sound will preferably be pulsed xn 
echo train length, of at least about 8 and preferably a. 
least out 20 pulses at a time. 

Either fixed frequency or modulated frequency 
ultrasound may be used. Fixed frequency is defined wherein , 
10 the frequency of the sound wave is constant over time, 
modulated frequency is one in whi,h the .wave frequency 
chances over time, for example, from high to low (PRI^ri) or- 
from"low hich (CHIRP). For example, a PRICH pulse, with an 
initia- .oquency of 10 MHz. of sonic e,ergy is swept to 1 Ka* 
15 with "increasing power from "l to 5 watts. Focused, frequency 
modulated, high energy ultrasound may increase the rate of 
local gaseous expansion within the microspheres and rupcurxn, 
to provide local delivery of therapeutics. 

The frrmiency of the sound used, may vary, from about 
20 0 025 to about 100 megahertz. Frequency ranges between about 
0*75 and about 3 megahertz are preferred and frequencies 
between about 1 and about 2 meg,'-iertz are most preferred 
Commonly used therapeutic frequencies of about 0.75 to about 
1.5 megahertz may be used. Commonly u,;ed diagnostic 

* ,vr.,i- t-o about 7.5 megahertz may also be 
25 frequencies of about 3 to aoouu a 

used For very small microspheres, e.g., below 0.5 macron 
diameter, higher frequencies of sound may be preferred as 
th.,ae smaller microspheres win absorb sonic energy more 
effectively at higher frequencies of sound. When very hxgh 
30 freouencies are sed, e.g., over 10 megahertz, the some 
energy will generally have limited depth penetration into 
fluids and tissues. External application may be preferred 
. for the skin and other superficial tissues, but for deep 

structures, the application of sonic energy via interstxtxal 
35 probes or intravascular ultrasound catheters may be 
preferred. 
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in a most preferred embedment, the present invention 
provide,, novel Hpoflor.ua contrast agent and drug delivery 

SyStC " Various methods for preparing the gaseous precursor- 
5 lined therapeutic containing microspheres of the present 
invention will be readily apparent to those skilled in the 
art. once armed with the present disclosure. Preferred 
methods for preparing the microspheres are diseased below an 
connection with the preferred liposomal therapeutic ael,very 
10 systems. 

Specifically, in a preferred embodiment, a method for 
pre-arinn a targeted therapeutic delivery system composing 
teiierature activated gaseous precursor- filled liposomes of 
the subject invention comprises the steps of shaking an 
15 aeneous solution, comprising a lipid, in the presence of a 
temperature activated gaseous precursor at a tempertcure 
be-lo-' the oel to liquid crystalline phase transition 
temperature of the lipid and below the activation temperature 
of the gaseous precursor to form temperature activated 
20 gaseous precursor- filled liposomes, and adding a therapeutic 
compound. In another preferred embodiment, a method for 
prenarina a targeted therapeutic delivery system comprising 
temperature activated gaseous precursor-filled liposomes of 
the subject invention comprises the step of shaking an 
25 aqueous solution comprising a lipid and a therapeutic 

compound in the presence of a temperature activated gaseous 
precursor at a ten* mature below the gel to liquid 
crystalline phase transition temperature of the lipid and 
below the activation temperature of the gaseous precursor. 
30 In e* her embodiments, methods for preparing a targetea 

therapeutic delivery system comprising temperature activatea 
gaseous precursor- filled liposomes comprise the steps of 
shaking an aqueous solution, comprising a lipid and a 
therapeutic compound, in the presence of a temperature 
35 activated gaseous precursor, and separating the resulting 
gaseous precursor- filled liposomes for therapeutic use. 
Liposomes prepared by the foregoing methods are referred to 
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: llH . pM « iC contain* gel stave sh^en temperature 
S .ctlv.t** g «oo». pr.--»«or i«tlU-Hp~~.. 

The m»thodr. of preparing . ho micro.spl.eiei, the 

.ion mnv be performed at or near tlv activation 
nresent invention may t- J - J - w ^..^.j 
felperature C the gaseous precursor, TO eh that 
"pt o.es are formed. » this embodiment, a ' 

•„„ , tameved therapeutic delivery system comprising 

l p o shaWn, an aqueous solution, comprising a lipio, in 
^ Presence o f „. .t a temperature b.,ow the gel to iquid 
cU.»t». Phase transition temperature of the lipid a,, . 

. ^ n h-Toer."-uve of the gaseous precursor to 
t J ,ln.,, liposomes, a.,, adding a therapeutic co,pouno. 
L another preferred embodiment, a method for l™*™ ' 
taroeted therapeutic delivery syste,,, compr gas- f Hie. 

liposomes of the su W ect invention comprises the step of 
20 shading an aqueous solution comprising a lipio and a 
therapeutic compound in the presence of a gas a; a 
temperature below the gel to liquid crystalline phase 
transition temperature of the lipid. In other emboaimen.s 
m nods for preparing a targeted therapeutic de ivery sy . 
« comprising gas-filled liposomes comprise t., ^ — 
an aqueous solution, comprising a lipid and a therap-utic 
. compound, in the presence of a gaseous, and separating tne 
resulti -.". gas-filled liposomes for therapeutic use^ 
",osL; Prepared by the foregoing methods are „ . erred to 
30 herein as gas-filled liposomes prepared by a gel state 

ha, in. ga! installation method and comprising a therapeutic 
compound: or as therapeutic containing gel state sha,en gas 

instilled liposomes. 

Thus, a preferred method of the present —ntion 
35 orovides for shaMng an aq- -us solution " 
"and a there. ,utic compound in the presence of a 
activated gaseous precursor. Shading, as used he.ein, 1- 
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defined as a motion thet agitates an aqueous solution s.ch 
- t )-it gas is introduced from the local ambient environment 

into the aqueous solution. Accordingly, shaking is performed 
,t a temperature which forms gas-filled liposomes or gaseous 
5 precursor-filled liposomes. Any type of motion that agitates 
the aoueolution and results in the introduction of gas may be 
used for the shaking. The shaking must be of sufficient 
force to allow the formation of foam after a period of time. 
Preferably, the. shaking is of sufficient force such that foam . 
10 is formed within a short period of time, such as 30 minutes, 
a^d preferably within 20 minute,, and more preferably, within 
10 mv-ures. The shaking may be by swirling (such as by 
vortexing), side- to-side, or up and down motion. Further, 
different types of motion may be combined. Also, the shading 
15 may occur by shaking the container holding the aqueous lipxd 
solution, or by shaking the aqueous solution within the 
container without shaking the container itself. Further, the 
shaking may occur manually or by machine. Mechanical shakers 
that may be used include, for example, a shaker. table such as 
20 a VKR Scientific (Cerritos, CA) shaker table and a mechanxcal 
paint mixer, as' well as other known machines. Another means 
for producing shaking includes the action of g.-s emitted, 
under high velocity or pressure. It will also be understood 
that preferably, with a larger volume of aqueous solution, 
25 the total amount of force will be correspondingly increased. 
Vioorous shaking is defined as at least about- 60 shaking 
motions per minute, and is preferred. Vortexing at at 1, , 
1000 revolutions per minute, an example of vigorous shaking, 
is more preferred. Vortexing at 1800 revolutions per- minute 

30 is most preferred. 

The formation of gaseous precursor^ illed liposomes 
upon shaking can be detected by the presence of a foam on the 
• top of the aqueous solution. This is coupled with a decrease 
in the volume of the aqueour. solution upon the formation of 
35 foam Preferably, the final volume of the foam is at least 
about two times the initial volume of the aqueous lipid 
solution; more preferably, the final volume of the foam is at 
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least about three ti.e* the. initial volume of ^ ^ 
solution; even more preCorobly. the fxnal volume of the 
is at least aV,out four times the initial volume o. the 
Lou, solution; and most preferably, all of the aqueous 
lipid solution is converted to foam. 

The required duration of shaking time may be 
determined by detection of the formation of foam. For 
example, 10 ml of lipid solution in a 50 ml centrifuge ub. 
may L vortexed for approximately 15-20 minutes or until tne 
viscosity of the c^eous precursor-filled 1 iposor,,s becom 
sufficiently thlc* so that it no longer clings to the side 
walls as it is swirled. At this time, the foam may cause the 
solution containing the s precursor-filled liposome*, to 

ra i S e to a level of 30 to 35 ml,. 
15 The concentration of lipid required to form a 

preferred foam level v,ill vary depending upon the type o, 
lipid used, and may be readily determined by one sailed in 
the art, once armed with the present disclosure. Tor 
exanvole in preferred embodiments, the concentration o, 1,2- 
20 dioaiimitoyl-phosphatidylcholine (DFPC) used to form gaseous 
precursor-filled liposomes according to. the methods or the 
present invention is about 20 mg/ml to about 30 mg/ml saline 
solution. The concentration of distearoylphosphatroylcholxne 
(DSPC) used in preferred embodiments is about 5 mg/ml to 
25 about 10 mg/ml saline solution. 

Specifically, DPPC in a concentration of 20 mg/ml to 
3 0 mg/ml, upon shaking, yields a total suspension and 
entraoped gas volume four times greater than the suspension 
volume alone. D«C in a concentration of 10 n^/ml, upon 
30 shaking, yields a total volume, completely devoid o. any 
liquid suspension volume and contains entirely foam. 

It will be understood by one skilled in the art. once 
armed with the present disclosure, that the lipids or 
liposomes may be manipulated prior and subsequent to being 
35 subjected to the methods of the present invention For 
example, the lipid may be hydrated and then lyophili.ed. 
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processed through freeze and thaw cycles, or simply hydras, 
in preferred embodiments, the lipid is hydratcd and then 
lyopbilized, or hydrated. then processed through freeze and 
thaw cycles and then lyophilized, prior to the formation of 
5 gaseous precursor-filled liposomes. 

According to the methods of the pre,. invention, the 
presence of gas may be provided by the local anient 
atmosphere. The 1-cal ambient atmosphere may be the 
atmosphere within a scaled container, or in an unsealed 
10 container, m*y be the external environment. Alternatxve.y. 
in th, preferred esJxxUmeut of the present invention, a gas 
or gaseous precurso- may be injected into or otherwise added 
to the container having the aqueous Hr»d solution or xnto 
.. the aaueous lipid solution itself in order to provide a gas 
15 otv.e/than air. Gases that are not heavier than air may „e 
J AmA to a sealed container while gases heavier than air may 
be^add-d to a sealed or an unsealed container. Accordingly, 
the. present invention includes co-entrapm^t of air and/or 
other gases along with gaseous precursors. 
20 The foregoing preferred method of the invention is 

■ preferably carried out at a temperature below the gel to 

liquid crystalline ph.se transition temperature of the lipid 
erployed By "gel to liquid crystalline phase transition 
temperature", it is meant the temperature at which a lipid . 
25 bil,yer will convert from a gel state to a liquid crystalline 
state See. for example, Chapman et al . , J- Biol. -Chen,. 
1974 249, 2512-2521. The gel state to liquid crystalline 
state phase tradition temperatures of various lipids will be 
readily apparent bo those skilled in the art and are 
30 described, for example, in Gregoriadis, ed.. Liposome 

Tectoology, Vol. I, 1-18 (CRC Press, 1984) and Derek Marsa, 
CRC Hancock of Lipid Bilayers (CRC Press, Boca Raton, FL 
1990), at p. 139. See also Table II, above. Where the gel 
state to liouid crystalline state, phase transition 
3 5 temperature of the lipid employed is higher than room 
temperature, the temperature of the container may be 
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regulated, for exmr.pl e. by providing a cooling mechanism 
-ool the container holding the lipid solution. 

The method of the invention is preferably also carried 
out at a temperature below the. tranr.it ion temperature o. the 
5 liquid phase of the ganeous precursor. See Table 1, above. 
The activation or transition temperature of other gaseous 
precursors identified above will be readily apparent to those 
skilled in the art and are described, for example, xn 
C'nenic*! Rubber Co^ny atndboc* of CnemisLry and . 
10 Habere C. and l»vid R. Lid*. ed». CRC Presr Inc. Boo, 

R3tnn Florida. (1939-1990). Alternatively, methods of 
preparing the microsphere* of the present invention m,y also 
b- performed at or near the activation temperature of the 
gaseous precursor, such that gas-filled liposomes are formed. 

Conventional, aqueous-filled liposomes are routinely 
formed at a temperature above the gel to liquid .crystalline 
phase transition temperature of the lipid, since they are 
move flexible and thus useful in biological system xn the 
licmid crystalline state. See, for example, Szoka and 
Pap^hadjopoulos, Proc. Natl. Acad. Sci. 
in contrast, the liposomes made according to preferreo 
embodiments of the methods of the present invention are 
ultimately qas-filled, which imparts greater flexibility 
since gas i more compressible and compliant than an aqueous 
solution. Thus, the temperature activated gaseous precursor- 
filled liposomes may be utilized in biological systems when 
formed at a temp- ire below the phase transition 
temperature of the lipid, even though the gel phase is more 

rigid. * . 

A preferred apparatus for producing the therapeutic 

containing gaseous precursor-fir «d liposomes using a. gel 

state shaking gas instillation process is shown in Figure 9. 

A mixture of lipid and aqueous media is- vigorously agitated 

in the process of gas installation to produce gaseous 

precursor- filled liposomes, either by batch or by continuous 

feed. Referring to Figure 9, dried lipids 51 from a lipid 

supply vessel 50 are added via conduit 59 to a mixing vessel 
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6g in eithe r a continuous flow or a, intermittent boluses. 

66 xn eitnei utiU *ed. the mixing vessel 66 may 

If a batch process is utilize , cvr i n oe test 

. -mrivelv spall container such as a syringe, 

comprise a relatively s...a co „tainer. If 

- v„ vnttle or round bottom flan*, 01 ci iarcj„ 
tube, bottle o utilize d. the fixing vessel is 

a continuous feed proce. . apparatus 
preferably a large container, such as a vat. Tn* - PF 
T rllated such that, a temperature at the phase 
m ay be regulated sue pJ .,cursor results in 

transition tempeiature o the be low the 

ga s-f illed liposomes > ,£c. - . » t - ^ ^ ^ 

~T a I- s. forth b,lo„ the methods o, 

liposomes. In * • a rature 

making the microsphere* axe cax^ 

>_ i <-v,~ t-ran^ition temperature. ' 

below the tran ti P ion teim?cratU re to 

also be performed at tne p.. 

i- P -,ot in aas-f illed liposomes. 

Vhe 'thematic co^ »/ - for 
b .. 0 .e the »a S installation process. Referring to Figure 9. 
Z lVZ eutic compound 4! from a therapeutic ccpounc, 
the. theiap-Uui " dult i2 to , mixing vessel 

after the gas installation process, such .as wnen the 
lipesoL are coated on the outside with the therapeutic 

C ™ P "Tn addition to the lipid. 51. and therapeutic compound 

«.,-,„ 53 such as a saline solution, from an 
s 41. an aqueous «a a 5, su.h ■ ^ to the vess el 

aq ueous medra supply ves - 5 ^ ^ ^ 

::i;:e— : - - - :rr ively - 

the avi.:a lipids 51 could be hydrated prior to being 
0 introduced into the -ixin, vessel « so that 

Produced in an a*,eous soluti. In the P«'«^ 

• -■ ™f of the method for making liposomes, the initial 
emooaiment of the m ^ only 

charge of o£ the mixing ve ssel S«. Moreover, 

a portion of the «^" ty unicn tne agueous lipid 

produced are removed is controlled to ensure that the volume 
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of lipid solution 74 does not exceed a predetermined 

^ the mixing vessel 66 capacity. 
P Th ; .baking may be accomplished by introducing 

velocity jet of a pressurized gaseous P ursor direct y into 
5 Te Iqu >u, lipid solution 74. Alternatively, tne shaking 
L„ b e acccpli^o. by mechanically shaking the a.ueous 
solution, either manually or by machine Such -chan.cal 
shaking may be effected by C NOcing the m,xing ves ; 66 o r * 
shaVing the aqu,oun solution 74 directly without shading the 
c , pl V,elf AB shown in Figure 9. in the preferrea 
10 mixing vessel i.eclf. cc , onftc:te d to the 

embodiment, a mechanical she, . ->.l 75, cc n 

i The shaking shoold be of sufficient 

mixing vessel 66. Tne snc^.i. j „ 

intensitv so that, after a period of time, a foam 73 

• /d of oao-ouR P recur«or-filled liposomes is formed on 
comprised oL ga^^a.. v _ . , tll ^« q 

15 the top of the aqueous solution 74, as shown ,n Figure 9 

The detention of the formation of the foam 73 may bo used as 
a means ' for controlling the duration of the shaking; that is. 
rather than shaking for a predetermined penoa o. 
shaking may be continued until a predetermined volume of foam 

20 has beea produced .-.^ounn 
Tne apparatus may also contain a means for conuolUng 
™ e „ tv „- c such that apparatus key be maintained at one 
temperature for the method of making the liposor.es For 
example, in the preferred embodiment, the methods of makxng 
2 5 UpoL*. are performed at a temperature belov, the boxlxng 

point of the gaseous precursor. In the preferred embody, 
a liquid gaseous precursor fills the internal space o; tne 
liposomes! Alternatively, the apparatus may be maxntaxned a-, 
about the temperature of the liquid to gas transit . on 
30 temperature of the gaseous precursor such that a gas « ■ 

contained in the liposomes. Further, the «^™ k °^ 
apparatus may be adjusted throughout the method of ^ f ' 
Ixposomes such that the gaseous precursor begxns as a Ixguxd, 
hol-ever, a gas is incorporated into the resulting Ixposomes. 
35 in this embodiment, the temperature of the apparatus xs 

adjusted during the method of making the liposomes such that 
fh me hod begxns at a temperature belo* the phase transxtxen 



WO 94J26Si\ 



76 



temperature and is adjusted to a temperature at about the 
ph.se transition temperature of the gaseous precursor. 

in a prefer 1^1 cr.bodiir.ent of the apparatus for making 
gaseous precursor- filled liposomes in which the lipid 

5 employed has a gel to liquid crystalline phase transition 
tenp-rature below room temperature, a means for cooling the 
aqueous lipid solution 74 is provided. In the embedment 
shown in Figure 9, cooling is accomplished by mean': of a 
jacket 64 disposed around the mixing vessel 66 so as to form 

10 an annular passage sun- ending the vessel. As shown in 

Pioure 9, a cooling fluid 63 is forced to flow through this 
annular passage by means of jacket inlet and outlet ports 62 
and 63, respectively. By regulating the temperature ana flow 
'rate of the cooling fluid 62, the temperature of the aqueous 

15 lipid solution 74 can be maintained at the desire--' 
temperature. 

As shown in Figure 9, a gaseous precursor 55, is 
introduced into the mixing vessel 66 along with the aqueous 
soJufion 74. Air may be introduced by utilizing an unsealed 

20 mixing vessel so that the aqueous solution is continuously 
exposed to environmental air. In a batch process, a fixed 
charae of local ambient air may Je introduced by sealing the 
mixing vessel 66. If a gaseous precursor heavier than air is 
us-d "the container need not be sealed. However, 

25 introduction of gaseous precursors that are not heavier than 
air will recruire thf.t the mixing vessel be sealed, for 
examole by use of a lid 65, as shown in Figure 9. The 
gaseo'.)-. precursor 55 may be pressurized in the mixing vessel 
66", for example, by connecting the mixing vessel to a 

30 pressurized gas supply tank 54 via a conduit 57, as shown in 
. Figure 9 . 

After the shaking is completed, the gaseous precursor- 
filled liposome containing foam 73 may be extracted from the 
mixing vessel 66. Extraction may be accomplished by 
35 inserting the needle 102 of a syringe 100, shown in Figure 
10 into the foam 73 and drawing a predetermined amount of 
foam into the barrel 104 by withdrawing the plunger 106. As 
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A fn-her br"o». the location at which the end o£ the 
d:S5 " f ' e i ,o the foam 73 may be used to control 

— , c ;r tea - 

Alternatively. extraction .ay be accomplished by 

• .„ ey-ra-tion tube 67 into the .nixing vessel 66. as 

shown « Figure ). „- e9 . -„e o£ the gas 55 m B y be 

used to force tne y ve «5c^i 76 via conduit • 

. • ,. f ,i r.G to an extraction vt_v>.--j- 

the mixing v e£ .s>cl " . . t 

,n ,n in the event that the mixing vessel G6 is not 
10 70 • tb , extrac , vessel 76 may be connected to a 

pres.uxi.edth oxt via conduit 78, that 

vacuum source 58, sucn c. _ 

«t« sufficient negative pressure t~ sue, the fc 73 into 
extraction vessel 76. as shown in , „ 3 ure , H£ the 
15 expert ion vessel 76, the gaseous pre,ursor-frlled In-osomes 
" are introduced into vials 82 in which they ,.ay b= shrppeo 
Z III ultimate user. A source «* pressured gas 5 may be 
connected to the extraction vessel 76 as aid tc . ejecting the 
gaseous precursor-filled liposomes. Since negative pre.s -c 
20 may result in increasing the size of the gaseous precursor 
20 may result m •; «, cref erred for removing 

filled liposomes, positive pressure is pi^itn 
tb- gareous precursor-filled liposomes. 

Filtration is preferably carried out m «der to 
obtain gaseous precursor- filled liposomes of 
25 uniform size. inert.', preferred embodiments the 
filtration assembly contains more than one filter, and 

eferaoly, the filters are not immediately adjacent to each 
othe- as illustrated in Pigure 12. Before filtration, the 

' v.ov filled liposomes range in size from about 1 

caseous precursor-tiiieo j-j.^- -> 

30 micron to greater than 60 microns (Figures l5 A and !6A, . 
I filtration through a single filter, the gaseous 
p ec^r r-filled liposomes are generally less than !0 microns 
but particles as large as 25 microns in f 
filtration through two filters do micron ^ 

-i a n of the liposomes are less tnan iu 

35 micron £i ^ri;s a t % ° ls „ ana « B) . 

microns, and most are 
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AS shown in Figure 5. filtering may be accomplished by 
£j-|-.er element 72 directly onto the anil of 



incorporating a fa r.er e^,.*.... — , 

the extraction tube 67 so that only gaseous precurso -frl 1~ 
Uposo*** below a pre-dete,»ine,l arc extract ,.o,» 

mix i„ a „,«! «• Alternatively, o. in aa.it.on to he 
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extraction tube filter 72, gaseous precursor-filled lxpo.c,,_ 
siting « B y be accomplished by means of a filter 80 
I , orULl into the conduit 7S that directs the ga»cous % 
precursor-filled lipfo— 77 fro, the extraction vessel 76 
to the vials 02, a, shown in Figure 9. The filter 80,,- 
contain a cascade filter — ,,y 12«. such a, that sho,n xn 
Flourc 12. The cascade filter assembly 124 shown xn Fxg.re. 

3 :;:Les two successive filter, XI, and 120, with filter 
120 b/ing disposed upstream of filter 11*. In a preferred 
embodiment, the upstream, filter 120 is a " NUCLEPORF. " 10 
f ilter and the down™ filter 116 is a -KUCLHP0,, 6.^ 
filter Two 0.15 mm metallic mesh discs 115 are prefe,ab,y 
installed on either side of the filter lie. In a pre ferreo 
embodiment, the fibers 116 and 120 are spaced apart a 
20 minimum of 150 ;,m by means of a Teflon™ O-ring, 118. 

In addition to filtering, sizing may also be 

i- >-/ t-akinci af lven:.*ge of the dependence of gaseous 

accomplished by taKinj cij.vc-. 

precursor-filled liposome buoyancy on size. Tne gaseous 
precursor-filled liposomes have appreciably lower densxty . 
25 tl, n water and hence will float to the top of the mxxxng 
vessel 66. Since the largest liposomes have the lowest 
density, they will float most quickly to the top. The 
smallest liposomes will generally be last to rxse to t , top 
and the non gaeeou* precursor-filled lipid portion wxll axn* 
30 to the bottom. This phenomenon may be advantageously usee, to 
. size the gaseous precursor-filled liposomes by rem ,ing them 
from the mixing vessel 66 via a differential flotation 
process. Thus, the setting of the vertical locatxon o. the 
extraction tube 66 within the mixing vessel 66 may control ^ 
35 the size of the gaseous precursor-filled liposomes «*ractea; 
the higher the tube, the larger the gaseous precursor-filled 
liposomes extracted. Moreover, by periodically or 
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continuously adjusting the vertical location of the 
extraction tube 67 within the mixing vessel 66, the sue of 
the gaseous precursor-filled liposomes extracted may be 
controlled on an on-going basis. Such extraction may be 
5 facilitated by incorporating a device. 68, which may be a 

threaded collar 71 mating with a threaded sleeve: 72 attached 
to the extraction tube 67, that allows the vertical location 
of the extraction tube 67 within the extraction vessel 66 to ^ 
be accurately adjusted. 
10 The gel state shaking gaseous precursor installation 

process itself may also be used to. improve sizing of the 
gaoeous precursor-filled lipid based microspheres. In 
g-neral. the greater the int^dty of the sh>kin, energy, the • 
smaller the size of the resulting gaseous precursor-filled 

15 liposom • s . , 

The current invention also includes novel methods fox- 
preparing therapeutic-containing temperature activated 
gaseous precursor-filled liposomes to be dispensed to the 
ultimate user. Once gaseous precursor-filled liposomes are 
20 formed, they can not be sterilized by heating at a 

temperature that would cause rupture. Therefore, it is 
desirable to form the gaseous precursor-filled liposomes from 
sterile ingredients and to perform as little subsequent 
manipulation as possible to avoid the danger of 
25 contamination. According to the current invention, this may 
be accomplished, for example, by sterilizing the mixing 
vessel containing the lipid and aqueous solution before 
shaking and dispensing the gaseous precursor-filled liposomes 
77 fro„ the mixing vessel 66, via the extraction vessel 76, 
30 Erectly in'.o the barrel 104 of a sterile syringe 100, shown 
in Figure 10, without further processing or handling; that 
is, without subsequent sterilization. The syringe 100, 
charged th gaseous precursor-filled liposomes 77 and 
suitably packaged, may then be dispensed to the ultimate 
35 user. Thereafter, no further manipulation of the product is 
• required in order to administer the gaseous precursor- filled 
liposomes to the patient, other than removing the syringe 
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* «i^d removing a protector (not shown) from 

r^r= - averting the needle into the >ody 
o the p/lent. or into . catheter. Koreover, the pressure 
generated when the syringe plunger 106 xs pressed into he 
barrel 104 will cause the largest gaseous precursor- f, lied 
liposou.es to collapse, thereby achieving a degree of sizing 
without filtration. Upon entering the patient's body, at the. 
precursor phase transition temperature, the gaseous 
precursor-filled liposo.es become gas-filled liposomes. 
Alternatively, this „,thod may be performed at the phase 
transition temperature o« the precursor such that gas-.xllcu 
liposomes are administered to the patient. 

Where it is desired to filter the gaseous P vcur.or- 
filled liposomes at the point of use, for example because 
they are removed from the extraction vessel 76 without, 
filtration or became further filtration is d-sired, tne 

f i t-t p ^ wi«-h its own filter 108, as shown 
syringe 100 may be fj.tte« m « x*-* 

in Figure 10. This results in the gaseous precursor-f xlled 
liposomes being sized by causing them to be extruded througn 
l0 the filter 108 by the action of the plunger 106 when the 
gaseous precursor- filled liposomes are injected. Tnus. the 
gaseous precursor-f ille* liposomes may be sized -d in D ectea 
into a patient in one step. _ 

in order to accommodate the use of a single or dua. 
25 filter in the hub housing of the syringe, a non-standard 

syrince with hub housing is necessary. As shown in Figure 3, 
the hub that houses the filter (s) are of a dimension or 
approximately lem to approximately 2 cm in diameter by aoou, 
1 0 cm to about 3.6 cm in length with an inside diameter of 
30 about 0.8 cm for which to house the filters. The abnormally 
larae dimensions for the filter housing in the hub are to 
accommodate passage of the microspheres through a hub wxth 
sufficient surface area so as to decrease the pressure that 
need be applied to the plunger of the syringe. In this 
3S manner, the microspheres will not be subjected to an 

inordinately large pressure head upon injection, which may 
cause rupture of the microspheres. 
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A . shown in Figure 11, a cascade filter housing 110 
ma y be fitted directly onto a syringe 112. thereby allowing 
cascade filtration at the point of use. As shown m Figure 
12 the filter housing 110 is comprised of a cascade filter 
5 assembly 124, previously discussed, incorporated between a 
lover collar 12?.. having male threads, and a female: collar 
114 living female thread,. The lower collar 122 is fitted 
with a Liter lock that allows it to be readily secured to the , 
syringe 112 and the upper collar 114 is fitted with a neeale 

10 in preferred embodiments, the lipid solution is 

extruded through a filter a,d the lipid solution is heat ^ 
s-erili*ed prior to ..baking. Once gaseous precursor- , men 
liposomes are formed, they may be filtered for sizing as 
described above. The.-, steps prior to the formation of 
gaseous precursor- fil liposomes provide the advantage, ^ 
for example, of reducing the amount' of unhydrnted lipid ana 
thus providing a significantly higher yield of gaseous ^ 
precursor- filled liposomes, as well as and providing sterne 
caseous precursor-filled liposome ready for administration 
lo a patient. For example, a mixir-., vessel such as a vial or 
syringe may be filled with a filtered lipid suspension, and 
the solution «*/ then be sterilized within the mixing vessel, 
for example, by autoclaving. Gas:ous precursor may be .. 
instilled into the lipid suspension to form gaseous 
precursor-filled liposomes by shaking the sterile, vessel. 
Preferably, the sterile vest- 1 is equip. with a filter 
portioned such that the gaseous precursor-filled liposomes 
pass through the' filter before contacting a patient. 

The first step of this preferred method, extruding the 
lipid solution through a filter, decreases the amount of 
unhydrated lipid by breaking up the dried lipid and exposing 
a greater surface area for hydration. Preferably, the filter 
has a pore size of about 0.1 to about 5 urn, more preferably, 
35 about 0.1 to about 4 am. even more preferably, about 

about 2 am, and most preferably, about 1 urn. As shown m 
Figure 17, when a lipid suspension is filtered (Figure 17B) , 



20 



25 



30 



WO 9-1/25 •<» 



- 82 - 



th- amount, of unhydrated lipid is reduced when compared to a 
lipid suspension that was not pre-f iltered (Figure 17A) . 
Unhydrated lipid appears as amorphous clumps of non-uniform 
size and is undesirable. 
5 The second step, sterilization, provides a composition 

that may be readily administered to a patient. Preferably.- 
sterilisation is accomplished by heat: sterilization, 
preferably, by autoclaving the solution at a temperature of ^ 
at least about 100* C. and more preferably, by autoclavincj at 
10 about 100= C to about 130° C even more preferably, about 

110- C to about 130° C, even more preferably, about 120°C to 
about 130° C, and most preferably, about 130<> C. Preferably, 
heating occurs for at least about 1 minut* , more preferably, 
about 1 to about 30 minutes, even more preferably, about 10 
15 to about 20 minutes, and most preferably, about 15 minutes. 

Where sterilization occurs by a process other than 
heat sterilization at a temperature which would cause rupture 
of the gaseous precursor-filled liposomes, sterilization may 
occur subsequent to the formation of the gaseous precursor- 
20 filled liposomes, and is preferred. For example, gamma 

radiation may be used before and/or after gaseous precursor- 
filled liposomes are formed. 

Sterilization of the gaseous precursor may be achieved 
via passage through a 0.22 jxm filter or a smaller filter, 
25 prior to emulsification in the aqueous media. This can be 
easily achieved via sterile filtration of the contents 
directly into a vial whS.ch contains a predetermined amount of 
likewise sterilized and st, rile-f illed aqueous carrier. 
Figure 18 illustrates the. ability of gaseous 
30 precursor-filled liposomes to successfully form after 

autoclaving, which was carr^d out at 130- C for 15 minutes, 
followed by vortexing for 10 minutes. Further, after the 
extrusion and sterilization procedure, the shaking step 
yields gaseous precursor-filled liposomes with little to no 
35 residual anhydrous lipid phase. Figure 18A shows gaseous 
precursor-filled liposomes generated after autoclaving but 
prior to filtration, thus resulting in a number of gaseous 
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pr-curwr-filled liposomes having a size greater than 10 „«. 
Figuve 18B shows gar, ous precursor-filled liposomes after a 
filtration through a 10,<m " NUCLEFORE" filter, resulting m a 
uniform size around 10 /r.u. 
5 Certain embodiments of the present: invention are 

directed to therapeutic delivery systems comprising gas- 
filled liposomes prepared by vacuum drying gas instillation 
methods and having encapsulated herein a therapeutic (that ^ 
i8( contrast agent, or drug containing), such liposomes 
10 .or-times being referred to herein as therapeutic containing 
vacuum dried gas instilled liposomes. The present invention 
is further directed to therapeutic delivery systems 
comprising therapeutic- containing gas-filled liposomes 
. . substantially devoid of liquid in the interior thereof. ^ Tn,s 
is Vethod is -performed- at the phase transitipn,tei^.ejr#t.ure of • . 
' the gaseous precursor, Wherein the gas is thus provided by a 
gaseous precursor'. ■■ The liquid precursor becomes a gas which 
is instilled into the liposomes at the transition 
temperature . 

20 This method for preparing th , liposomes of the subject 

invention comprises: (i) placing liposomes encapsulating a 
therapeutic under negative pressure; (i.i) incubating the 
liposomes under the negative pressure for a time sufficient 
to' remove substantially all water from the liposomes; ana 

25 (iii) instilling selected gas into the liposomes until 
ambient pressures are achieved. Methods employing the 
f oreooing steps are referred to herein as the vacuum drying 
gas instillation methods for preparing drug containing 
liposomes . 

30 Aooaratus is also provided for preparing the liposomes 

of the invention using the vacuum drying gas instillation 
methods, said apparatus comprising: (i) a vessel containing 
liposomes having encapsulated therein a therapeutic; (n) 
means for .applying negative pressure to the vessel to draw 

35 water from the liposomes contained therein; (iii) a conduit 
connecting the negative pressurizing means to the vessel, the 
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conduct directing the flow of said water; and (iv) mean,, for 
introducing a gas into the liponomea in the vessel. 

The vacuum dryinj gas instillation method employed to 
prepare both the subject gas-filled liposomes prepared by the 
5 vacuum drying gar. instillation method, and the gas-fill"! 
liposomes substantially devoid of water in the interior 
thereof, contemplates the following process. First, in 
accordance with the process, the therapeutic containing 
linosomes are placed under negative pressure (that is, 
10 rerluced pressure or vacuum conditions) . Next, the liposomes 
aro incubated under that negative pret-sure for a time 
sufficient to remove substantially all water f/vin the 
lipooowes, thereby resulting in substantially dried, 
liposomes. By removal of substantially all water, and by 
is ' substantially dried liposomes, as those phrases, are .used, 

h eio, it is meant that th«; liposomes are at least about 90% 
devo-.d'of water, preferably at least a - Mt 95% devoid of 
water, most preferably about 100% devoid of water. Although 
. the water is removed, the therapeutic, with its "higher 
20 moDecular weight, remains behind, encapsulated in the 

liposome Finally, the liposomes are instilled with selected 
gas by applying the gas to the liposomes until ambient 
pressures are achieved, thus resulting in the subject 
therapeutic containing vacuum dried gas instilled liposomes . 
2 5 of the present invention, and the therapeutic containing gas- 
filled liposomes of the invention substantially devoid of 
water in the interior thereof. By substantially devoid of 
water in the interior thereof, as us«d herein, it is meant 
liposomes having an interior that is at least about 90% 
30 devoid of water, preferably at least about 95% devoid of 
water, most preferably about 100% devoid of water. 

Unexpectedly, the therapeutic containing liposomes 
prepared- in accordance with the methods of the present 
invention possess a number of surprising yet highly 
35 beneficial characteristics. The liposomes of the invention 
exhibit intense echogenicity on ultrasound, will rupture on 
application of peak resonant frequency ultrasound (as well as 
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other resonant, frequencies of sufficient intensity and 
duration), are highly stable to pressure, and/or generally 
-possess a long storage life, either when stored dry or ^ 
suspended in a liquid medium. The gaseous precursor- f .Ilea 
5 liposomes also have the advantages, for example, of stable 
particle size, low toxicity and compliant membranes . It is 
believed that the flexible membranes of the gaseous 
precursor-filled liposomes n -y be useful in aiding the 
accumulation or targeting of these liposomes to tissues such 
10 as tumors. Also unexpected is the ability of the liposomes 
during the vacuum drying gas ix, tillatlon process to fxll 
with gas and resume their original circular shape, rather 
than irreversibly collapr.e into a cup-like shape. 

The echogenicity of the liposomes and the ability to 
ri)r , „re the liposomes at the pea* resonant" frequency using-' . 
ultranound permit- the controlled delivery of therapeutics to 
a reg-^oh of a patient by allowing the monitoring of the 
liposomes following administration to a patient to determine 
the transition from liquid precursor to gas, the presence of 
liposomes in a desired region, and the rupturing of the 
liposomes using ultrasound to release the therapeutics in the 
reoion Preferably, the liposomes of the invention possess a 
reflectivity of greater than 2 dB, preferably between about 4 
d3 and about 20 dB. Within these ranges, the highest 
25 reflectivity for the liposomes of the invention is exhibited 
by the larger liposomes, by higher concentrations of 
liposomes, and/or when higher ultrasound frequencie are 
ewnloyed. See Figure 13, which is a graphical representation 
of' the dB reflectivity of gas-filled liposomes substantially 
3 0 devoid of water in the interior thereof prepared by the 
vacuum drying gas instillation method, without any drugs 
encaosulated therein. Preferably, the liposomes of the 
invention have a peak resonant frequency of between about 0.5 
mHz and about 10 mHz . Of course, the peak resonant frequency 
35 of the gaseous precursor-filled and gas-filled liposomes of 
• the invention will vary depending on the diameter and, to 
some extent, the elasticity of the liposomes, with th- larger 
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and more elastic liposomes having a lower resonant, frequency 
than the smaller and more elastic liposomes. 

The stability of the liposomes of the invention is 
also of great practical importance. The subject liposomes 
5 tend to have greater stability during storage than 

conventional liquid, aqueous, and/or gas-filled liposomes 
produced via known procedures such as pressuriaat ion or other 
techniques. At 72 hours after formation, for example, 
conventionally prepared gas containing liposomes often are 
10 essentially devoid, of gar., the gas having diffused out of the 
liposo -s and/or the liposomes having ruptured end/or fused, 
resulting in a concomitant loss in reflectivity. In 
comparison, therapeutic containing gaseous precursor-filled 
liposomes of the present invention generally have a shelf 
15 life staV-lity of greater them about .three • weeks, preferably ^ 
a shelf life stability of greater tbw *bwut four vree>:s, more' 
'preferably a. shelf life stability of greater than about five 
weeks, even more preferably a shelf life stability of greater 
than about three months, and often a shelf life stability 
2 0 that is even much longer, such as over six months, twelve 
months, or even two years. 

Also unexpected is the ability of the liposomes during 
the vacuum drying gas instillation process to fill with gas 
aid resume the5r original circular shape, rather than 
25 collapse into a cup-shaped structure, as the prior art would 
cause one to expect. See, e.g., Crowe et al . , Archives of 
Biochemistry Bind Biophysics, Vol. 242, pp. 240-247 (1985); 
Crowe et al., Archives of Biochemistry and Biophysics, Vol. 
220, pp. 477-484 (1983); Fukuda et al . , J. Am. Chsm. Soc . . 
30 Vol': 108, pp. 2321-2327 (1986); Regen et *al . , J- Am. Chen,. 
Soc., Vol. 102, pp. 6638-6640 (1980). 

The therapeutic containing liposomes subjected to the 
vacuum drying gas instillation method of the invention may be 
prepared using any one of a variety of conventional liposome 
35 preparatory techniques which will be apparent Lo those 
skilled in the art. Although any of a number of varying 
techniques can be employed, preferably the therapeutic 
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containing liposomes are prepared via microemulsification 
techniques. The liposomes produced by the various 
conventional procedures can then be employed in the vacuum 
drying gas instillation method of the present invention, to 
5 produce the therapeutic containing liposomes of the present 
invention. 

The mate, Lais which may be utilized in preparing 
liposomes to be employed in the vacuum drying gas instil- 
lation method of the present invention include any of the 
10 materials or combinations thereof known to those skilled in 
the art as suitable for liposome construction. 

Liposomes may be prepared prior to gas installation 
using any one of a variety of conventional liposome 
preparatory. techniques which will be apparent to those 
'l5- skilled in the art. These techniques include, freeze-thaw. as 
well as techniques such as soricatiow chelate dialysis/ 
'homogenization, solvent- infusion, microemulsif ication, 
spontaneous formation, solvent vaporization, French pressure 
cell technique, controlled detergent dialysis, • and others, 
20 each involving preparing the liposomes in various fashions in 
a solution containing the desired therapeutic so that the 
theraoeutic is encapsulated in, enmeshed in,, or attached the 
resul'tant liposome. Alternatively, therapeutics may be 
loaded into the liposorf.es using pH gradient techniques which, 
25 as those skilled in the art will recognize, is particularly 
applicable to therapeutics which either proteinate or 
deoroteinate at a particular pK. See, e.g. /.Madden et al., 
Chemistry and Physics of Lipids. 1990 53, 37-46, the 
disclosures of which are hereby incorporated herein by 
30 refe, ce in their entirety. 

' To prepare the therapeutic containing liposomes for 
vacuum drying gas installation, and by way of general 
guidance, dipalmitoylphosphatidylcholine liposomes, for 
example, may be prepared by suspending 
35 dipalmitoylphosphatidylcholine lipids in phosphate buffered 
saline or water containing the therapeutic to be 
encapsulated, and heating the lipids to about 50- C. a 
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temp-rature which is slightly above the 41° C temperature 
required for transition cf the d: palmitoylphosphatidylcholine 
lipids from a gel state to a liquid crystalline state, to 
for.* therapeutic containing liposomes. 

5 To prepare multilamellar vesicles of a rather 

heterogeneous size distribution of around 2 microns, the 
liposomes may then be mixed gently by hand while keeping the 
liposome solution at a temper- ture of about 50° C. The 
temperature is then lowered to room temperature, and the 

10 liposomes remain intact. Extrusion of 

dioalmitoylphosphatidylcholine liposomes through 
polycarbonate filters of defined si*- may, if desired, be 
employed to make liposomes of a more homogeneous size 
distribution. A u,.vice useful for this technique is an 

15 ' extruder device (Extruder Device™, Lipex Bionwmbranes, 

Vancouver, Canada) equipped with a normal barrel so that 
extrusion may be conveniently acco- ished above the gel 
state to liquid crystalline state phase transition 
temperature for lipids. 

20 For lipophilic therapeutics which are sparingly 

soluble in aqueous media, such therapeutics may be mixed, with 
the lipids themselves prior to forming the liposomes. For 
example, amphotericin may be suspended with the dried lipids 
(e.g., 8:2 molar ratio of egg phosphatidylcholine and 

25 cholesterol in chloroform and mixed with the lipids) . The 
chloroform is then evaporated (note that other suitable 
organic solvents may also be used, such as ethanol or ether) 
and the dried lipids containing a mixture of the lipophilic 
therapeutics arc then resuspended in aqueous media, e.g., 

30 sterile water or physiologic saline. This process may be 
used for a variety of lipophilic therapeutics such as 
corticosteroids to incorporate lipophilic drugs into the 
liposome membranes. The resulting liposomes are then dried, 
subjected to the vacuum gas instillation method as described 

3 5 above . 

Alternatively, and again by way of general guidance, 
conventional freeze-thaw procedures may be used to produce 
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either oligolamellar or unilamellar dipalmitoylphosphatidyl- 
cholins lipooff.es. Afcer the freeze- thaw procedures, 
extrusion procedures' as described above may then be performed 

on the liposomes. 
5 The therapeutic containing liposomes thus prepared may 

then be subjected to the vacuum drying gas instillation 
process of the present invention, to produce the therapeutic 
containing vacuo-, dried gas instilled liposomes, and the 
therapeutic containing temperature activated gaseous 
10 precursor-filled liposomes substantially devoid of water in 
the interior thereof, of the invention. In accordance with 
the process of the invention, the therapeutic containing 
liposomes are placed into a vessel suitable for subjecting to 
the liposomes to negative pressure (that is, reduced pressure " 
15 or' vacuum conditions). Negative pressure is then applied for 
a time sufficient to remove substantially all water from the 
liposomes, thereby resulting in substantially dried 
liposomes. As those skilled in the art would recognize, once 
armed with the present disclosure, various negative pressures 
20 can be employed, the important parameter being that 

substantially all of the water has been removed from the 
liposomes. ' Generally, a negative pressure of at least about 
700 mm Hg and preferably in the range of between about 700 mm 
Hg and about 760 mm Kg (g-uige pressure) applied for about 24 
25 to about 72 hours, is sufficient to ret.^ve substantially all 
of the water fiom the liposomes. Other suitable pressures 
and time periods will be apparent to those skilled in the 
art, in view of the disclosures herein. 

Finally, a selected gas is applied to the liposomes to 
30 instill the liposomes with gas until ambient pressures are 
achieved, thereby resulting in the drug containing vacuum 
dried gas instilled liposomes of the invention, and in the 
drug containing gaseous precursor-filled. liposomes 
substantially devoid of water in the interior thereof. 
35 Preferably, gas instillation occurs slowly, that is, over a 
time period of at least about 4 hours, most preferably over a 
time period of between about 4 and about 8 hours. 
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Various biocompatible gases may be employed. Such 
. gases include air, nitrogen, carbon dioxide, oxygen, argon, 
xenon, neon, helium, or any and all combinations thereof. 
Other suitable gases will be apparent to those skilled in the 
5 art, the gas chosen being on]y limited by the proposed 
application of the liposomes. In addition to the gaseous 
precursors disclosed herein, the precursors may be co- 
entrapped with other gases. For example, during the 
transition from the gaseous precursor to a ga. c i in an enclosed 
10 environment containing aidbient g*s (as air) , the two gases 

may mix ar/ upon agitation and formation of micz-ospJ;..res, the 
gaseous content of the microspheres results in a mixtv e of 
two or more gases, dependent upon the densities of the gcises 
mixed. 

15 The above described method for production of liposomes 

is referred to hereinafter as the vacuum drying 
instillation process. 

If desired, the liposomes may be cooled, prior to 
subjecting the liposomes to negative pres&ure, and such 

20 cooling -is preferred. Preferably, the liposomes are cooled 
to below 0° C, more preferably to between about -10° C and 
about -20° C, and most preferably to -10° C, prior to 
subjecting the liposomes to negative pressure. Upon reaching 
the desired negative pressure, the liposomes temperature is 

25 then preferably increased to above 0° C, more preferably to 
between about 10° C and about 20° C, and most preferably to 
10° C, until substantially all of the water has been removed 
fxx>m the- liposomes and the negative pressrr--« is discontinued, 
at 'which time the temperature is then pert.. ed to return to 

30 room temperature. 

If the liposomes are cooled to a temperature below 0° 
C, it is preferable that the vacuum drying gas instillation 
process be carried out with liposomes either initially 
prepared in the presence of cryoprotectants, or liposomes to 

35 which cryoprotectants have been added prior to carryii^j out 
the vacuum drying gas instillation process of the invention. 
Such cryoprotectants, while not mandatorily added, assist in 
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maintaining the integrity of liposome meiubranes at low 
temperatures, and also add to the ultimate stability of the 
membranes. Preferred cryoprotectants are trehalose, 
glycerol, polyethylene^ ycol (especially polyethyleneglycol 
5 of molecular. weight 400), raffinose, sucrose and sorbitol, 
with trehalose and propylene glycol being particularly 
preferred . 

It has also been surprisingly discovered that the 
liposomes of the invention are highly stable to changes in 
10 pressure. Because of this characteristic, extrusion of the 
liposomes through filters of defined pore size following 
vacuum drying and gas instillation can bo carried out, if 
desired, to create liposomes of relatively homogeneous and 

defined pore size. 
15 A« another aspect of the invention, useful apparatus 

for preparing the therapeutic containing vacuum dried gas 
instilled liposomes, and the therapeutic containing gas- 
filled liposomes substantially devoid of water in the 

. interior thereof, of the invention is also presented. 
2 0 Specifically, there is shown in Figure 14 a preferred 

apparatus for vacuum drying liposomes and instilling a gas 
into the dried liposomes. The apparatus is comprised of a 
vessel 8 for containing therapeutic containing liposon.es 19. 
If desired, the apparatus may include an ice bath 5 

25 containing dry ice 17 surrounding the vessel 8. The ice bath 
5 and dry ice 17 allow th* liposomes to be cooled to below 0° 
C. A vacuum pump 1 is connected to the-vessel 8 via a 
conduit 15 for applying a sustained negative pressure to the 
vessel. in the preferred embodiment, the pump 1 is capable 

30 of applying a negative pressure of at least about 700 mm Hg, 
and preferably a 'negative pressure in the range of about 700 
mm Kg to about 760 mm Hg (gauge pressure) . A manometer 6 is 
connoted to the conduit 15 to allow monitoring of the 
negative pressure applied to the vessel 8. 

3 5 In order to prevent water removed from the liposomes 

from entering the pump 1, a series of traps are connected to 
the conduit 15 to assist in collecting the water (and water 
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vapor, all collectively referred to herein as water) drawn 

' from, the liposomes. In a preferred embodiment, two traps are 
utilized. The first trap is preferably comprised of a flask 
7 disposed in an ice bath 4 with dry ice 17. The second trap 

5 is preferably coi»:.rised of a column 3 around which tubing 16 
is helically arranged. The column 3 is connected to the 
conduit 15 at its top end and to one end of the tubing 16 at 
its bottom end. The other end of the tubing 16 is connected 
to the conduit 15. As shown in Figure 14, an ice bath 2 with 

10 dry ice 17 surrounds the column 3 and tubing 16. If desired, 
dry ice 17 can be replaced with liquid nitrogen, liquid air 
or other cryogenic material. The ice baths 2 and 4 assist in 
collecting any water and condensing any water vapor drawn 
from the liposomes for collection in the traps. In preferred " 

15 embodiments of the present invention the ice traps 2 and 4 
are each mainta* at a temperature of least, about -70° C. 

A stopcock 14 is disposed in the conduit 15 upstream 
of the vessel 8 to allow a selected gas to be introduced into 
the vessel 8 and into the liposomes 19 from gas bottle 18. 

20 The apparatus may also contain a means for controlling 

temperature such that apparatus may be maintained at one 
temperature for the method of making the liposomes. For 
example, in the preferred embodiment, the methods of making 
liposomes are performed at a temperature below the boiling 

25 point of the gaseous precursor. In th-.: preferred embodiment, 
a liquid gaseous precursor fills the internal space of the 
liposomes. Alternatively, the apparatus may be maintained at 
about the temperature, of the liquid to gas transition 
temperature of the 'gaseous precursor such that a gase is 

30 contained in the liposomes. Further, the temperature of the 
apparatus may be adjusted throughout the method of making the 
liposomes such that the gaseous precursor begins as a liquid, 
• however, a gas is incorporated into the resulting liposomes. 
In this embodiment, the temperature of the apparatus is 

35 adjusted during the method of making the liposomes such that 
the method begins at a temperature below the phase transition 
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temperature and is adjusted to a temperature at about the 
phase transition temperature of the gaseous precursor. 

Apparatus of the present invention are utilized by 
placing the therapeutic containing liposomes 19 into vessel 
5 8. In"' a preferable embodiment, ice bath 5 with dry ice 17 is 
used to lower tb«? temperature of the liposomes to below 0° C, 
more preferably j between about -10° C and about -20° C, and 
most preferably to -10° C. With stopcocks 14 and 9 closed, 
vacuum pump 1 is turned, on. Stopcocks 10, 11, 12 and 13 are 
10 then carefully opened to create a vacuum in vessel 8 by mean, 
of vacuum pump 1. The pressure is gauged by means of 
manometer 6 until negative pressure of at least about 700 mm 
Hg, and preferably in the range of between about 700 ism Kg 
and about 760 mm Hg (gauge pressure) is achieved. In 
15 preferred embodiments of the present invention vessel 7, 

cooled by ice bath 4 with dry See 17, and column ?> \ co.il 
16, cooled by ice brth 2 with dry ic- 17, together or 
individually condense water vapor and trap water drawn from 
the liposomes so as to prevent such water and water vapor 
20 from entering the vacuum pump 1. In preferred embodiments of 
the present invention, the temperature of ice traps 2 and 4 
are each maintained at a temperature of at least about -70° 
C. The desired negative pressure is generally maintained for 
at least 24 hours as water and water vapor is removed from 
25 the liposomes 19 in vessel 8 and frozen in vessels 3 and 7. 

Pressure within the system is monitored using manometer 6 and 
is generally maintained for about 24 to about 72 hours, at 
which time substantially all of the water has been removed 
f'rcvu the liposome^. At this point, stopcock 10 is slowly 
30 closed and vacuum pump 1 is turned off. Stopcock 14 is then 
opened gradually and gas is slowly introduced into the system 
from gas bottle 18 through stopcock 14 via conduit 15 to 
instill gas into the therapeutic containing liposomes 19 in 
vessel 8. Preferably the gas instillation occurs slowly over 
35 a time period of at least about 4 hours, most preferably over 
a time period of between about 4 and about 8 hours, until the 
system reaches ambient pressure. 
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The theraoeutic containing vacuum dried gas instilled 
liposomes and the therapeutic containing gas-filled liposomes 
substantially devoid of water in the interior thereof, of the 
present invention, have superior characteristic as 
theraoeutic delivery vehicles. 

"The gas-filled liposomes prepared according to the 
methods of the present invention are believed to differ from 
the liposomes of the prior art in a number of respects, both 
in physical and in functional characteristics. For exa.aple, 
the liposomes of the invention are substantially devoid of 
water in the interior thereof. By definition, liposomes in 
the prior art have been ch* ra-Jteriztfd by the presence of an 
aqueous medium. Sec, e.g. , Borland'* Illustrated Medical 
Dictionary, V 946, 27th ed. (W.B. Saunders Con„any, 
Philadelphia' 1988) . Moreover, the present liposomes 
• surprisingly exhibit intense echogenicity on ultrasound, are 
susceotible to rupture upon. application of ultrasound at the 
peak resonant frequency of the liposomes/ and possess a long 
storage life, characteristics of great benefit to the use 
20 the liposomes as therapeutic delivery systems. 

Thus the invention contemplate* methods for the 
controlled delivery of therapetuic to a region of a patient 
comprising: (i) administering to the patient the gas-filled 
liposomes prepared by vacuum drying gas instillation methods 
and having encapsulated therein a therapeutic, and/or gas- 
filled liposomes substantially devoid of water in the 
interior thereof and having encapsulated therein a 
therapeutic; (ii) monitoring the liposomes using ultrasound 
to'determine the phase transition of the gaseous precursor 
from liouid to gas phase and to determine the presence of tne 
liposomes in the region; and (iii) rupturing the liposomes 
using ultrasound to release the therapeutic in the region. 

There are various other applications for liposow.es of 
the invention, beyond those described in detail herein. Such 
35 additional uses, for example, include such applications as 
hyperthermia potentiators for ultrasound and as contrast 
agents for ultrasonic imaging. Such additional uses and 



25 



30 



WO SM/2&S74 



PCTAJS9 J/GS&O 



- 95 - 



other related subject matter are described and claimed in 
Applicants patent applications, U.S. Serial No. 716.793 and 
U.S. Serial Nc . 717.084, both of which were filed June 18, 
1991, the disclosures of each of which are incorporated 
5 herein by reference in their entirety. 

The present invention is further described in the 
following examples. Examples 1 and 2 are an actual example 
that describes the preparation, testing and use of the 
gaseous precursor-filled microspheres containing a 
10 therapeutic. All of tha remaining examples are prophetic. 
Examples 3-21 describe the preparation, testing ar.d use of 
the gaseous precursor- filled microspheres containing a 
therapeutic. Examples 22-29 illustrate the preparation and 
testing of the gaseous precursor-filled liposomes prepared by 
15 shaking an aq-oeous solution comprising a lipid in the 

presence of a gas. Examples 30-36 illustrate the p- eparation 
and sizing of gaseous precursor-filled liposomes prepared by 
filtering and autoclaving a lipid suspension, followed by 
shaking the lipid solution. Examples 37 and 38 are directed 
20 to the preparation of therapeutic containing temperature 

activated gaseous precursor-filled liposomes. The following 
examples should not be construed as limiting the scope of the 
appended claims. 
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Example 1 

The methods described below demonstrate that a 
therapeutic such as DNA can be entrapped in gas -filled 
microspheres and that ultrasound can be used to release a 
therapeutic from a S . 3-filled microsphere. As shown below, 
liposomes entrapping water and DNA failed to release the 
30 genetic material after exposure to the same amount of 
ultrasonic energy. The presence of the gas within the 
• microspheres results in much more efficient capture of the 
ultrasonic energy so it can be utilized for delivery of a 
therapeutic such as genetic material. 
35 Gas-filled liposomes were synthesized as follows: 

Pure dipalmitoylphosphatidylcholine (DPPC) , Avanti Polar 
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Lipids, Alabaster, Ala., was suspended in normal saline and 
then Extruded five times through 2 micron polycarbonate 
filters (Nuclepore, Costar, Pleasanton, CA) using an Extruder 
Device (Lipex Biomea,branes, Vancouver, Canada) at 800 p.s.i. 
5 The resulting liposomes were then dried under reduced 

pressure as described in U.S. Serial Number 716,899, filed 
6/18/91, which is hereby incorporated by .reference in its 
entirety. After thorough drying the dried liposomes were 
then f wly filled with nitrogen gas, as described in U.S. 

10 Serial Number 716,893. After equilibration with ambient 
pressure, the resulting liposomes were suspended in saline 
solution (0.9% NaCl) and shaken vigorously. 

The resulting gas-filled liposomes were then tested 
.. for size by Coulter Counter (Bedfordshire, England) . The 

15' machine was calibrated using the calibration procedure f 
described, in tVe reference manual supplied with the Coulter 
Counter. The gas- filled liposome solution was diluted with 
Isoton II and placed in a glass container and was stirred at 
the 3 position of the Coulter Sailing Stand. 

20 A 100 im aperture tube was used first. With this 

aperture tube, 500 microliters of solution was tested at a 
time for each of the selected size ranges. The next size 
aperture tu'.-e that was used was a 30 /zm aperture tube. 
Microspheres can be sized down to about 1* urn with this tube, 

25 in which the mean diameter of the gas-filled microspheres was 
detected. 

50 microliters of solution were tested at a time and 
microspheres were counted for each of the size ranges 
selected. Data' wa;-» collected on both the Coulter Counter 

30 moc- 1 ZM and the Coulter Counter Channelyzer 256. Quasi- 
elastic light scattering (QEL) and light microscopy were also 
used. Latex beads with predetermined sizes were used to 
calibrate the grids in the ocular lens. These grids were 
calibrated for each of the magnifications of 10X, 40X, 100X, 

35 400X, and 1000X. The gas-filled microspheres were then 
placed on the glass slide and viewed under different 
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magnifications. This technique results in sizing not only 
gas-filled liposomes, but also lipid particles. 

• The gas-filled liposomes were scanned by sonic energy 
using both an Acoustic Inking Model 5200 clinical ultrasound 
5 device (Acoustic imaging Technology a Corp., Phoenix, AZ) and 
a custom built, bench top device. The bench top acoustic lab 
consists of a Lecroy 9410 Digital Oscilloscope (Lr-croy 
Corporation Corporate Headquarters, Chestnut Ridge, NY), a 
Panauetrics model 5052PR Puloer/Rece* vcr (Panametrics , Inc., 
10 Walth-.n, Mass), Panametrics inversion transducers with 
frenuencies of 2.25, 3.5, 5.0, 7.5. and 10.0 MHz 
(Panametrics, Inc., WalUbam. Mass), and an alignment system 
byTestech, Inc. (Testech, Inc., Exton, PA) A reference 
standard, a tissue mimicking phantom, was used to set the ^ 
15 time-gain compensation (-TGC) and thus the average amplitude 
i» set in this manner. The tissue mimicking phantom is made 
by Radiation Measurements, Inc. (Middleton, WI) . 

As shown in Table III, the reflectivity of the gas- 
filled liposomes remains constant for the highest energies of 
20 pulsed sound used in th,*r. experiments over the ranges of 
frequencies tested. Specifically, dB reflectivity of the 
gas-filled liposomes remans constant despite continual 
scanning for 60 minutes at a power setting between 4.5 - 8.4 
m« and an acoustic intensity of 3.25 mW/cm» (the highest 
25 power setting of pulsed sound which could be generated by 
the Acoustic Imaging AI5200 clinical ultrasound machine) . 
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Table III 



Reflectivity of G*s : F111g^ Micx^pheros 



time (minutes) 



15 
30 
45 
60 



Average Amplitude (dB 
ref lej^tiyjlty) 

-34 .1 
-3G.0 
-36 .2 
-36.8 
-37.1 



Solutions of gas-filled liposomes were, also subjected 
to continuous wave ultrasourd energy (Table IV) applied with 
a Rich-Kar Therapeutic ultrasound apparatus model RM-25 
(Rich-Mar Corp., Inola, OK). Table IV demonstrates the power 
produced using continuous wave ultrasound. It was found that 
continuous wave energy of sound caused the gas inside the 
gas- filled liposomes to escape from the liposomes, thus 
rupturing the liporo^s. It took appro* -tely 20-30 minutes 
to completely destroy the gas-filled liposomes in a solution 
of saline at 5 watts of power and at 1 MHz. It took 
approximately 5 minutes to destroy the gas-filled liposomes 
20 at 10 watts and at 1 MHz . When the gas-filled lip-somes were 
examined by light microscopy before and after application of 
high energy vltrasound the spherical shape of the gas- filled 
liposovr.es disappeared after exposure. 
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Table IV 



Power Output and Intensity of Continuous Wave .Ultrasound 



Conti tiuous 
wave 

C< >ntinuous 
wave 



Total 

ultrason c 
power output 
P (mV?) 

5000 



10000 



Average 
Intensity at 
transducer face 
I TD (W/m 7 ) 

98G7 



19-7 .*5 



Gas- filled microspheres were then tested for their 
ability to deliver in a scries of experiments. Liposomes" 

were prepared from Di«PC as. described above except that 2 /ig 
of DNA on a 7000 b P p^ ■ .id (pCHHO: Phar«acia MC* 
Biotechnology, Piscataway, NJ) , in 1 cc of normal saline were 
added du,ing resuspension of the dried DPPC. Gas-filled 
liposomes were then prepared as described above. After 
resuspension of the gas-filled liposomes, external 
unentreoped DNA was removed by affinity chromatography. Tne 
suspension of gas -filled liposomes and DNA was eluted through 
a column (DNA specific Seph<tdex»> using a peristaltic pump 
(Econopump, Bio-Rad Laboratories, Hercules, CA) . The DNA 
affinity substrate binds to and retains the unentrapped DNA. 
The gas-filled microspheres elute out. . 

Liposomes filled with water ware also prepared as 
described above to entrap DNA except that the drying gas 
instillation step was omitted. Unentrapped DNA was removed 
via chromatography. The gas-fille" liposomes were then 
scanned ultrasonically as described above. The gas-filled 
liposomes containing DNA were similarly echogenic to pulsed 
ultrasound as described above. After scanning with 
continuous wave ultrasound as described above, the 
microspheres lost their echogenicity. 

After treatment with continuous wave ultrasound, a 
propidium iodide dimer assay for free DNA (i.e., DNA external 
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to the gas- filled liposomes) was performed and compared to 
control gas-filled liposomes containing DMA (i.e., not 
exposed to continuous wave ultrasound) . 

First, a 2 ml aliquot of the gas-filled microspheres 
5 was ad-ted to a test tube. 2 ml of PBS (phosphate-buffered 
saline) was then added, and the tube was sealed with 
parafilm. The test tube was then inverted several times and 
allowed to stand for about 5 minutes to allow separation of 
the microspheres. The bottom aqueous layer was then removed 
10 from the tube with a Pasteur pipette. This procedure was 

repeated for a total of three times to wash the microspheres. 

Next, a 2 ml aliquot of DNA at .05 /tg/ml was added, to 
the microspheres, the test tube, was sealed and inverted to 
mix. After settling for about 5 minutes, the bottom aqueous 
15 layer was extracted with -a Pasteur pipette. Another 2 ml 
aliquot of PBS was then adcl*d and the procedure repeated to 
wash o.'.f any unbound DNA. This procedure was repeated for a 
total of five times and the aqueous layers were saved for 
. analysis. 

20 The microspheres were then diluted with 2 ml of PBS 

and ultrasound was applied until there was no visual evidence 
of the gas- filled microspheres. 

14 ill of propidiuu: iodide dittier (POPO-3 iodide, 
Molecular Probes, Inc., Eugene, OR), at a concentration of . 

25 2xl0- s M in DMSO was added to each 2 ml saraple after the 

ultrasound was applied in order to detect released DNA. As a 
control, 14 /il of pxopidium iodide was added to PBS alone, 
and to .02 5 jig/ml DNA in PBS. 

Savnoles were, measured for fluorescence in a Spex 

30 Flubrolog* 2 Spectrophotometer using an excitation frequency 
of 534 rm. The emissions were recorded at 558 nm as 
indicated in Table V below. A percentage of the relative 
amount of DNA found in each sample was determined by 
extrapolation based up, l the control PBS sample, which 
35 consisted of the propidium iodide dimer in PBS. 
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Table V 



10 



Sample 

1st wash 

2nd wash 

3rd wash 

4 th war,' 1 . 

5t.li wash 

Ultrasound exposed 
samp" 1 



Fluorescence (% DNA) 
50005 (45%) 
40314 (17%) 



Confrol - PBS alone 



Control - PUS + DNA 



33195 (7%) 

30062 (8%) 

3433S (21%) 

43051 (21%) 

28878 



505 S3 



The wash cycles served to remove any unbound DNA. As 
illustrated in T*ble V above, after five wash cycles, the 
gas-filled microspheres still contained about 21% plasmid 
15 DNA. 

Gas -filled liposomes containing DNA not exposed to 
high energy ultrasound retained a substantial amount of their 
DNA internally as indicated by the absence of an appreciable 
increase in fluorescence from propidium iodide dimer. After 

20 exposure to continuous wave ultrasound, however, the 

fluorescence from propidium iodide was markedly increased 
indicating the high degree of release of DNA from the gas- 
filled microspheres csused by the continuous wave ultrasound 
eneray. Thus, DNA was retained by the microspheres until 

25 ultrasound was applied. Upon the application of ultrasound, 
the entrapped DNA was released. 

Example 2 

Binding of DNA by liposomes, containing phosphatidic 
acid and gaseous precursor and gas containing liposomes. A 7 
30 mM solution of distearoyl- sn-glycerophospate (DSPA) (Avanti 
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Polar Lipids, Alabaster, Al.) wr ~ suspended in normal saline 
and vortexod at 50° C. The material was allowed to cool to 
room temoerature. 40 micrograms of P BR322 plasmid DNA 
(international Biotechnologies Inc., New Haven, CT) was added 
5 to the lipid solution and shaken gently. The solution was 
centri fuged for 10 minutes in a Beckman TJ-6 Centrifuge 
(Dec' a, Fullerton, CA) . The supernatant and the 
precipitate were assayed for DNA content using a Hoefer TuO- 
100 DNA Fluorometer (Koefer, San Francisco, CA) . This method 

10 only detects double stranded DNA as it uses an intercalating 
dye, Hoechst 33258 which ;Ls DNA specific. It was found that 
tne negatively charged liposomes prepared with phosphatide 
acid surprisingly bound the DNA. The above was repeated 
using neutral liposomes composed of DPPC as a control. No 

15 appreciable ■amount' of- DNA was detected with the DPPC 

liposomes. The c=bove was repeated using gas filled liposomes 
prepared from an 87:8:5 mole percent of DPPC to DPPE-PEG 500 
to DPPA mixture of lipids in microspheres. Again the DNA was 
• found to bind to the gas filled liposomes containing 

20 dipalmitoylphosphatidic acid. 

ExE>tr^3.e- 3 

A cftionic lipid, such as DOTKA is mixed as a 1:3 
molar ratio with DPPC . The mixed material is dissolved in . 
chloroform and the chloroform is removed by rotary 

25 evaporation. Water is added to the dried material and this 
mixture is then extruded through a 2 pm filter using an 
Extruder Device (Lipex Biomenib anes, Inc., Vancouver, BC) . 
Then positively charged gaseous precursor-filled liposomes 
are prepared according to the procedure provided in U.S. 

30 Serial No. 717,084, filed C/18/S1, which is hereby 
incorporated by reference in its entirety. 

The resulting dried, positively charged gaseous 
precursor-filled liposomes are rehydrated by adding PBS, 
saline or other appropriate buffered solution (such as HEPES 

35 buffer); a vortexer may be used to insure homogenous mixing. 
DNA is added and the mixture is again shaken. Since the DNA 
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is attached to the. surface of the cationic gaseous precursor- 
filled liposou.es, unattached DNA may b, removed with 
filtering or selective chromatography. Essentially all of 
the DNA binds up until the point where the cationic lipid rs 
5 saturated. Alternatively, the DNA may be added prior to the 
extrusion step an J the above procedure followed. 

The resulting DNA coated liposomes are then dried and 
gaseous precursor instilled to create DNA-containing gaseous ^ 
precursor-filled liposomes. The resulting liposome., are then 
10 exonsed to continue*-, wave ultr^ound and tested for 
rupturing by reflectivity and absorbance on ultrasound. 

Sound can be used to release the genetic material 
v^thev the, DNA is entrapped vithin or on the outside of the 
g as .ous precursor-fill vd microsphere:. Incorporation of the 
15 DNA on the outside of tha gaseous precursor-filled 

micrcr'ner.-. may allow more spar-* for packaging gas wi;.hm tne 
micro«mhere." By making an effectively larger diameter the 
' microsphere will generally be more effective at utilizing the 

. sound energy to release the genetic material. 
20 It is believed that ca" nic lipids binding DNA 

provide an advantage, for example, since once sonic energy 
ha. disrupted the membrane of the liposome, the hydrophobic 
groups help the DNA to integrate into cells aiding passage 
through cell membranes and subcellular compartments. 
25 "-The cationic lipids described above also have an 

advantage of neutralizing the negative charge of DNA and 
atnphipathicity. When these cationic lipids are released from 
the lir.osom.es, since the lipids are amphophilic and the cell 
membrane is soluble, they tend to facilitate passage of the 
30 DNA into cells as well as through subcellular compartments. 

Example 4 

Gaseous precorsor-f illed liposomes composed of a 1:2 
molar ratio of DOTKA and DPPC are prepared and coated with 
DNA encoding an HLA (major histocompatibil:> ' complex) gene, 
35 HLA-B7 . The DNA-coafed liposomes are injected intravenously 
into a patient with metastatic melanoma involving the soft 



>V0 S !/2if '/-i 



rCT r .">S'-'/C^<?.'3 



- 104 - 

tissue::. Upon entering the patient, the gaseous precursor 
undergoes a transition from a liquid to a gas. Continuous 
wave 1.0 megahertz ultrasound energy is applied to the soft 
tissues so that the HJA-B7 DMA accumulates in the tumor. It 
5 is believed that some of the tumor cells would then be 
transfected by the HLA-B7 gene,, result ing in an immune 
response which may stimulate the patient's T cells to reject 
the tumor . 

Example 5 

10 Antisense oligonucleotides to the Ras oncogene are 

entrapped within liposomes composed of polyethyleneglycol- 
dipalmitoylphosphatidylethanolamine. These liposomes are 
injected i.v. in a patient with metastatic colon cancer. 
Upon entering the p-tient, the gaseous precursor undergoes. a 

15 transition from a liquid to a gas. Continuous wave 1.0 
megahertz ultrasound energy is applied to the metastases. 

Example 6 

Gaseous precursor-filled microspheres are made as 
described above using egg phosphatidylcholine and DOTMA, N- 

20 [1- (2, 3 -dioleoyloxy) propyl] -N,N,N-trimethyl*rnmoium chloride, 
to bind YAC expression vectors carrying the dystrophin gene. 
The microspheres are injected i.v. into a patient with 
Duchenne's Muscular Dystrophy (or Becker' s MD) . Upon 
' entering -he patient, the gaseous precursor undergoes a 

25 transition from a liquid to a gas. Continuous wave 1.0 

megahertz ultrasound energy is applied to the muscle tissue 
of "the patient and -may result in an increase: in muscular 
strength and mass. 

Example 7 

30 The CFTR (Cystic Fibrosis transmembrane conductance 

regulator) gene on a YAC expression vector is entrapped 
within a micellar formulation of microspheres entrapping 1- 
fluorobutane gaseous precursor bearing cationic lipid in a 
1:1 molar composition with DPPC. The microspheres are 
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injected i.v. into a patient with Cystic Fibrosis and sonic 
eneroy is applied to the affected tissues (e.g., lungs, 
pancreas, etc.). The gaseous precursor undergoes a 
transition frou, a liquid to a gas, upon attaining the 
5 patient's body temperature. Patients may show a reduction in 
mucus accumulation in the lungs and improved functioning o.f 
the other affected organs. 

'^Cationic microspheres containing DNA encoding the gene 
10 for interleukin-2 (IL-2) are injected into a patient with 
metastatic renal cancer. The transition of the precursor 
from a liquid to a gas is monitored. A cancerous growth in 
the patient's abdomen is scanned with ultrasound. Tne 
backscatter from th,. tumor and spectral 'harmonic signatures 
15 of the ultrasound echoes would increase in the tumor as the 
n-icroepheres accumulate in the tumor. The ultrasound power, 
pulse duration and pulse repetition are increased until the 
point at which the spectral ultrasound signature of the gas- 
filled microspheres disappears from the tumor. By carefully 
2 0 controlling the power, as detected by a hydrophone, 

cavitation is controlled. The treatment may result in 
transection of some of the tumor cells with the gene for IL- 
2. T-cell lymphocytes may then respond to the cytokine and 
infiltrate and destroy the tumor. 



2 5 Example 9 

Cationic microspheres delivering DNA encoding ti.e gene 
for Tumor Necrosis Factor (TN/) are injected into a patient 
with metastatic renal cancer. The transition of the 
precursor from a liquid to a gas is monitored. A cancerous 

30 growth in the patient's abdomen is scanned with ultrasound. 
• The backscatter from the tumor and spectral harmonic 

signatures of the ultrasound echoes would increase in the 
tumor as the microspheres accumulate in the tumor. The 
ultrasound power, pulse duration and pulse repetition are 

35 increased until the point at which the spectral ultrasound 
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signature of the gas-filled microspheres disappear, from the 
tumor By carefully controlling the power, as detected by a 
hydrophone, cavitation is controlled. The treatment may 
result in transfection of some of the tumor cells with the 
5 g «„* for TNF. The tumor may then begin t~o produce TNF 
locally and massive coagulative necrosis may result. 

Microspheres composed of dipalmi toy Iphosphot idyl - 
choline and cationic lipids binding DNA are constructed with 

10 alkylated derivatives of anti-tumor monoclonal antibodies . 
in a parent with metastatic melanoma, microsph res coate;. 
with anti-melanoma antigen monoclonal antibody and containing 
Interleukin-2 are injc ;.ed i.v. The patient is scanned by 
diagnostic ultrasound and transition of the precursor from a 

IS liquid to a gas is monitored. Tumorous deposi t wif-un the. 
soft tissues are highlighted by the reflective, gas-fxlled 
microspheres. As these nodes are detected by diagnostic 
ultrasound, the power of the ultrasound is increased to 5 
va-ts and focussed on the metastatic deposit* containing the 

20 turgor. Ac the power is delivered, the tuj-.ra are monitored 
ultrasonograph ically. When all of the high frequency 
spectral sionatures reflecting tumor localized microspheres 
disappears within a given region of tumor, the sound energy . 
is then focussed on a new area of tumor with sonographic 
25 spectral signatures indicating microspheres. 

Example XI e 
■ Cationic gasv-f illed liposomes with three types o, 
surface-bound antisense DNAs are synthesized as described 
above! The antisense DNAs are targeted against genes 

30 encoding c-myc, c-myb, smooth muscle growth factor, and. 

endothelial cell growth factor. The gaseous precursor-filled 
liposomes are administered intra-arterially to an angioplasty 
site 5 megahertz of continuous wave ultrasound is then 
applied to the angioplasty site, and the gas phase of the 

35 precursor is detected. It is believed that the release of 
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the antisense RNAs upon rupture of the microspheres will 
cause improved endolhel ializat ion and decreased propensity to 
clotting. 

Exaif.pl e 12 ^ 
5 oipalmitoylphosphatidylcholine (1 gran,) is suspended 

in 10 ml phosphate buffered saline containing the drug 
adriamycin, the suspension is heated to about 50° C, and 
is swi-led by hard in a round bottom flask for about. 30 
minutes. The heat source is removed, and the suspension is 
10 s-irled. for two additional hours, while -allowing the 
suspension to cool to room temperature, to form drug 
containing liposomes. 

The liposomes thus prepared are placed in a vessel in 
an apparatus' similar to that shown in Figure 14, cooled to 
15 abou- -10° C, and are then subjected to Wgh negative vacuum 
pressure. The temperature of the liposomes is then raised to 
about 10° C. High negative vacuum pressure is maintained for 
• about 4 8 hours. After about 43 hours, l-f luorobutane gas, 
provided by a gaseous precursor, is gradually instilled into 
20 the chamber over a period of about 4 hours after which time 
the pressure is returned to ambient pressure. The resulting 
drug containing vacuum dried gas instilled liposomes, the 
gas-filled liposomes being substantially devoid of any water 
in the interior thereof, are then suspended in 10 cc of 
25 phosphate buffered saline and vortexed for 10 minutes, and 
then stored at aboot 4° C for about three months. 



30 



35 



Exc^-ple 13 

To test the liposomes of Example 11 ultrasono- 
graphically, a 250 mg sample of these liposomes is suspended 
in 300 cc of non-degassed phosphate buffered saline. The 
liposomes are then scanned in vitro at varying time int • .vals 
with a 7 5 MHz transducer using an Acoustic Imaging Model 
5200 scanner (Acoustic Imaging, Phoenix, AZ) and employing 
the system test software to measure dB reflectivity. The 
system is standardized prior to testing the liposomes with a 
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phantom of known acoustic impedance. Good dP> reflectivity of 
the liposomes is shown. 

Example 14 

Dipalmitoylphosphatidylcholine (1 gram) and the 
5 cryoprotectant trehalose {1 gram), are suspended in 10 ml 

phosphate buffered snline containing the drug a.nphotericin-B, 
the suspension is heated to about 50° C, and then is swirled 
by hand in a round bottom flask for about 30 minutes. The. 
heat source is removed, and the suspension is swirled for 

10 about two additional hour*, while allowing the suspension to 
cool to room temperature, to form liposomes. 

The liposomes: thus prepared are then vacuum dried and 
gas instilled, substantially following the procedures shown 
in Example 11, resulting in drug containing vacuum dried gas 

15 instilled lipososr.es, the gas- filled liposomes being 

substantially devoid of any water in the interior thereof. 
The liposomes are then suspended in 10 cc of phosphate 
buffered saline and vortexed, and then stored at - about 4° C 
for several weeks. Priot to use, the gas-filled liposomes 

20 are extruded through ~ 10 fxm polycarbonate, filter (Nuclepore, 
Costar, Pleasanton, CA) by injection through a syringe with a 
filter attached to the hub. 

Example l~ l 

To test the liposomes of Example 13 ultrasono- 
25 graphically, the procedures of Example 12 are substantially 
followed. Good dB reflectivity of the liposomes is shown. 

Example 16 

Dipalmitoylphosphatidylcholine (1 gram) is suspended 
in 10 ml phosphate buffered saline containing the drug 
30 cytosine arabinosine, the suspension is heated to about 50° 
C, and then swirled by hand in a round bobtom flask for about 
• 3 0 minutes. The suspension is then subjected to 5 cycles of 
extrusion through an extruder device jacketed with a th« =al 
barrel (Extruder Device™, Lipex Biomembranes, Vancouver, 
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Canada), both with and without conventional freeze-thaw 
treatment prior to extrusion, while maintaining the 
tempera Lure at about 50" C. The heat source is removed, and 
the suspension is swirled for about two additional hours, 
5 while allowing the suspension to cool to room temperature, to 

f o run 1 i po r. ome s . 

The liposomes thus prepared are tfcen vacuum dried and 
gas instilled, substantially following the procedures shown , 
in Example 11. resulting in drug containing vacuum dried gas 
10 instilled liposomes, the gas-filled liposomes being 

substantially devoid of any water in the interior thereof. 
The liposomes pre then suspended in io" cc of phosphate 
buffered saline, and then stored at about 4° C for several 
weeks. 

15 Fvr.mvil*! 3.7 

- ■ ? 

To test lipc omes of Example 15 ultrasono- 
graphically, the procedures of Example 12 are substantially 
- followed. Good dB reflectivity of the liposomes is shown. 

Exa^le 3.3 

20 In order to test the stability of the drug containing 

liposomes of the invention, the liposomes suspension of 
Example 11 are psssed by hand through a 10 micron 
polycarbonate filter in a syringe as shown in Figure 10. 
After extrusion treatment, the liposomes are studied 

25 ultrasonographically, as described in Example 12. 

Surprisingly, even after extrusion, the liposomes of the 
invention substantially retain their echogenicity. 

Exsiople 19 

The liposomes of Example 11 are scanned by ultrasound 
30 using transducer frequencies varying from 3 to 7 . 5 mHz . The 
results indicate that at a higher frequency of ultrasound, 
the echogenicity decays more rapidly, reflecting a relatively 
high resonant frequency and higher energy associated with the 
higher frequencies. 
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Examples 20 

A patient with cancer is given an intravenous drug 
containing va.uum dried gas instilled liposomes, the gas- 
filled liposomes being substantially devoid of any water in 
5 the interior thereof. The drug contained in the liposomes is 
adriamycin. As the intravenous injection is administered, 
the tumor is scanned ultrasonographical ly and via an 
automated software program, end the resonant frequency of the 
liposomes is determined. Ultrasonic energy is then focused 

10 into the tumor at the peak resonant frequency of the 

liposomes. The amount of ultrasonic energy is insufficient 
to cause any appreciable tissue heating (that is, no change 
in temperature greater than 2° C) , however, this energy is 
sufficient to cause the liposomes to pop and release the 

15 adriamycin at the tumor site. In so doing, local drug 

delivery is accomplished \v = ing the liposomes with ultrasound. 

Example 21 

In a patient with a severe localized fungal infection, 
drug containing vacuum dried gas instilled liposomes, the 

20 gas- filled liposomes being substantially devoid of any water 
in the interior thereof, are injected intravenously and 
ultrasound is used in a fashion substantially similar to that 
described in Example 19 to accomplish local drug delivery. 
The drug amphotericin-?., which the. liposomes contain, is 

25 effectively delivered to the site of the infection. 

Exai-i-le 22 

Ir- order to prepare precursor- filled liposomes, fifty 
mg of 1,2- Dipalmitoyl -Sn-Glycero-3 -Phosphochol ine (MW : 
734.05, powder, Lot No. 160pc-183) (Avanti-Polar Lipids, 

30 Alabaster, AL) is weighed and hydrated with 5.0 ml of saline 
solution (0.9% NaCl) or phosphate buffered saline (0.8% 
sodium chloride, 0.02% potassium chloride, 0.115% dibasic 
sodium phosphate and 0.02% monobasic potassium phosphate, pH 
adjusted to 7.4), 165 /iL of 1-f luorobutane in a centrifuge 

35 tube. The hydrated suspension is then shaken on a vortex 
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machine (Scientific Industries, Bohemia, NY) for 10 minutes 
at an instrument setting of 6 . 5 . A total volume of 12 ml is 
then noted. The saline solution decreased from 5.0 ml to 

about 4 ml . . 
5 The gaseous- precursor- filled liposomes made via this 

new method were then sized by optical microscopy. It will be 
determined that the largest size of the liposomes range from 
about 50 to about 60 jim and the smallest size is about 8 jim. , 
The average size range is from about 15 to about 20 /zm. 

10 The gaseous precursor-filled liposomes are then 

filtered through a 10 or 12 jim "NUCLEPORK" membrane using a 
Swin-Lok Filter Holder, < "NUCLEASE- Filtration Products, 
Costa- Col. ., Cambridge, MA) «nd a 20 cc syringe (Becton 
Dickinson & Co., Rutherford, MJ) , The membrane is a 10 or 

15 3 2 pv. " NUCLEPORS " membrane (Nuclepore Filtration Products, 
Costar Coru., Cartridge, MA) . The 10.0 pm filter is placer, 
in the Swin-Lok Filter Holder and the cap tightened down 
securely. The liposome solution is shaken up and it 
transferred to the 20 cc syringe via an 18 geiuge needle. 

20 Approximately 12 ml of liposome solution is placed into the 
sy-inae, and the syringe is screwed onto the Swin-Lok Filter 
Holder. The syringr. and the filter holder -assembly are 
inverted so that the larger of the gas-filled liposomes 
vesicles could rise to the top. Then the syringe is gently 

25 pushed up and the gas-filled liposomes are filtered in this 
manner . 

The survival rate (the amount of the gas-filled 
liposomes that are retained after the extrusion process) of 
the g*s-filled liposomes after the extrusion through the 10.0 
30 M m filter is about 83-92%. Before hand extrusion, the volume 
of foam is about 12 ml and the volume of aqueous solution is 
about 4 ml. After hand extrusion, the volume of foam is 
e^out 10-11 ml and the volume of aqueous solution is about 4 

ml . . 
35 The optical microscope is used again to determine the 

size distribution of the extruded gas-filled liposomes. It 
will be determined that the largest size of the liposomes 
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range from about 25 to about 30 /im and the smallest size is 
about 5 jim. The average size range is from about 8 to about 
15 /xtn. 

It is found that after filtering, greater thf.n 90% of 
5 the gas-filled liposomes are smaller than 3 5 /im. 

Exav-^le 23 

Fifty mg of 1, ?■■ Dipalrnitoyl-sn-Glycero-3 - 
Phosphocboline. (MW: 734.05, powder) (Avanti-Polar Lipids, 
Alabaster, Al.) is weighed and placed into^a centrifuge tube. 

10 The lipid -is then hydrated with 5.0 ml of saline solution 

(.9% NaCl) . The lipid is then vortexed for 10 minutes at an 
instrument setting of 6. '5\ After vortexing, the er \ • re 
■• solution is frozen in liquid nitrogen. Then the sample is 
put on the lyophiliv.er for freeze drying. The satr-ple is kept 

15 on the lyophilizer for 18 hours. The dried lipid is taken 

off the lyophilizer and rehydrated in "5 ml of saline solution 
and vurtexed for ten minutes at a setting of 6.5. A small 
. sample of this solution is pipetted onto a slide' and the 
solution is' viewed under a microscope. The size of the gas- 

20 filled liposomes is then determined. It will be determined 
that the largest size of the liposomes is about 60 ^m and the 
smallest size is- about 20 jfm. The average size, ranges from 
about 3 0 to about 4 0 /im. 

Example 24 

25 Fifty mg of 1 , 2-Dipalmitoyl-Sn-Glycero-3- 

Phosphocholine (MW: 734.05, powder) (Avanti-Folar Lipids, 
Alabaster, AL) was weighed and placed into a centrifuge tube. 
Approximately two feet of latex tubing (0.25 in. inner 
di&-...eter) was wrapped around a conical centrifuge tube in a 

30 coil-like fashion. The latex tubing was then fastened down 
to the centrifuge tubs with electrical tape. The latex 
tubing was then connected to a constant temperature 
circulation bath (VWR Scientific Model 1131) . The 
temperature of the bath was set to 60° C and the circulation 

35 of water was set to high speed to circulate through the 
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tubing. A thermometer was placed in the lipid solution and 
found to be between «• C *.-d 50" C, which is above the phase 
transition temperature of the lipid. 

Th^ lipid solution was vortexed for a period of 10 
5 minutes at a vortex instrument setting of 6 . 5 . It was noted 
that very little foaming of the lipid (phase transition temp. 
- 41 o C ) did not appreciably form gas-filled liposomes. 
Optical microscopy revealed large lipidic particles in the , 
solution. The number of gas-filled liposomes that formed at 

10 this temoerature- was less than 3% of the number that form at 
a temperature below the phase transition temperature. Tne 
solution was allowed to sit for 15 minutes until the solution 
temr-rature equilibrated to room temperature (25° C) . Tne 
solution was then vortexed for a duration of 10 minutes. 

15 After 10 minutes/ it was noted that gas-filled liposomes 

f O.r (!'.'-•. d . 

Example 25 , 

50 ma of 1, 2-Dipalmitoyl-Sn-Glycero-3-Phosphocholine 

(MW- 734.05, powder) (Avanti-Polar Lipids. Alabaster, AL) was 

20 weighed and placed into a centrifuge tube. The lipid was 

then hydrated with 5.0 ml of .9% Nad added. The aqueous 

lipid solution was vortexed for 10 minutes at an instrument 

setting of 6.5. After vortexing, the entire solution was 

frozen in liquid nitrogen. The entire solution was then 

25 thawed in a water bath at room temperature (25° C) . The 

freeze thaw procedure was then repeated eight times. Tne 

hyovated suspension was then vortexed for 10 minutes at an 

instrument setting of 6.5. Gas-filled liposomes were then 

detected as described in Example 21. 

30 Exai-ple 26 _ 

Two centrifuge tubes were prepared, each having 50 mg 

of DPPC 1 mol% (-0.2 mg of Duponol C lot No. 2832) of 

sodium lauryl sulfate, an emulsifying agent, was added to one 

of the centrifuge tubes, and the other tube received 10 mol% 

35 (2 0 mg of Duponol C lot No. 2832) . Five ml of .9% NaCl was 
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,dded to both centrifuge tube,. Both of the tubes were 
fro7en in liquid nitrogen and lyophilized for approximately 
16 hours. Both ampler, were removed from the lyophilizer and 
5 nl of saline wan added to both of the tubes. Both of the 
5 tubes were .ortexed at position 6.5 fo- 10 minutes. 

It was determined that the largest size of the gas- 
filled liposomes with 1 tnol% of sodium laxiryl sulfate was 
about 75 Kin and the smallest size detected was about 6 M m - 
The averaoe size ranged from about 15 to about 40 „m. It was . 
10 determined that the largest size of the gas-filled liposomes 
w«th 10 mol% of sodium lauryl sulfate was about 90 M m and the 
smallest size detected was about 6 M m. The average s,ze 
ranged from about 15 to about 35 pm. 

The volume of foam in the solution containing gas- 
15 filled liposomes v.-ith 1 mol% sodium lauryl sulfate was about 
15 mi and the volun* of aqueous solution was about 3-4 ml. 
The volume of foam in the solution containing gas-filled 
liposomes with 10 mol% sodium lauryl sulfate was also about 
15 ml and the volume of aqueous solution was about 3-4 ml. 

20 Example 27 , , w 

This example determined whether sonication coulo be 
used to create ga*-filled liposomes. 50 mg of lipid, 1,2- 
Dipalmitoyl-Sn-Glycero-3-Phosphocholine (Avanti-Polar Lipids, 
Alabaster, AL) , was weighed out and hydrated with 5 ml of .9% 

25 NaCl instead of vortexing, the aqueous solution was 

sonicated using a Heat Systems Sonicator Ultrasonic Processor 
XL (He,t System, Inc., Farmingdale, NY) Model XL 2020. The 
sonicator, with a frequency of 20 KHz , was set to continuous 
wave, at position 4 on the knob of the sonicator. A micro 

30 tip was used to sonicate for 10 minutes. Following 
sonication, the solution was viewed under an optical 
microscope. Ther, was evidence of gas-filled liposomes 

having been produced. 

Next, the micro tip of the sonicator was removed and 
35 replaced with the end cap that was supplied with the 

sonicator. Another solution (50 mg of lipid per 5 ml of 
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saline) was prepared «.:id sonicated with this tip. After 10 
minutes, the solution was viewed under the microscope. 
Again, there was no evidence of gas-filled liposomes. 

5 This example determined whether a lower concentration 

limit of the lipid would halt the production of gas-filled 
Hposoir.es. Ten ma of 1, 2-Dipalmitoyl-Sn-Glycero-3- 
Phosphocholine (AvanLi-Polar Lipids, Alabaster, AL) was added 
to 10 ml of saline solution (0.9% w:v NaCl) . The 

10 lipid/saline solution was vurtexed at position 6.5 for 10 

minutes. The solution w. . viewed under an optical microscope 
for sizing. It was determined that the largest size of the • 
liposomes ranged from about 30 to about 4 5 ;im and the 
smallest size detected was about 7 /m- The average size 

15 ranged from about 30 to about 45 urn. 

It appp-.--.red that the gas-filled liposomes were more 
fragile as they cippeared to burst more rapidly than 
previously shewn. Thus, it appears that concentration of the 
lipid is a factor in the generation and stability of gas- 

20 filled liposomes. 

Examr-T e 2 9 

Unfiltered gas-filled liposomes were drawn into a 50 
ml syringe and passed through a cascade of a "NUCLFPORE" 10 
filter and 8 jm filt« that are a minimum of 150 ^ m a P art ' 
25 as illustrated in Figures 11 and 12. Alternatively, f 

exa^le, the sample may be filtered through a stack of 10 /m 
and 8 pm filters that are immediately adjacent to each other. 
Gas-fili-.-a liposomes were passed through t;he filters at such 
a pressure whereby the flow rate was 2 . 0 ml min" 1 . The 
30. subsequently filtered gas-filled liposomes were then measured 
for yield of gas-filled lipid microspheres which resulted in 
a volume of 80-90% of the unfiltered volume. 

The resulting gas-filled liposou.es were sized by four 
different methods to determine their size and distribution. 
35 Sizing was performed on a Particle Sizing Systems Model 770 



WO M/2SS74 



- 116 - 

Optical Sizing unit, a Zeiss Axiplan optical microscope 
interfaced to image processing software manufactured by 
Universal Imaging, and a Coulter Counter (Coulter Electronics 
Limited, Luton, Beds., England). As can be seen in Figures 
15 and H6, the size of the gas- filled liposomes were more 
uniformly distributed around 8 - 10 /im as compared to the 
unfiltered gas-filled liposomes. Thus, it can be seen that 
the filtered gas-filled liposor.-s are of much more uniform 
size . 



10 Exc-^ple 3 0 

250 n\g DPPC (dipalmitoylphosphatidylcholine) and 10 ml 
of 0.9% NaCl were a£ded to a '50 ml Falcon c-^trifuge tube 
(Becton-Dickinson, Lincoln Park, NJ) and maintained at an 
ambient temperature (approx. 20° C) . The suspension was then 

15 extruded through a 1 fim "NUCLEPORE" (Costar, Pleasanton, CA) 
polycarbonate inernbr . ,e under r'.'Togen pressure. The 
resultant suspension was sized on a Particle Sizing Systems 
(Santa 'Barbara, CA) Model 370 laser light scattering sizer. 
All lipid particles were 1 /xm or smaller in*mean outside 

20 diameter. 

In addition, the same amoun;:. of DPPC suspension was 
oe-sed five times through a Microf luidics™ (Microf luidics 
Corporation, Newton, MA) microf luidizer at 18,000 p.s.i- The 
susper 5 on, which became less murky, was sized on a Particle 
25 Sizing Systems (Santa Barbara, CA) Sub Micron Particle Sizer 
Model 370 laser light scattering sizer where it was found 
that the size was ur ' f ormly less than 1 fim. The particle 
size of microf luidi: \ suspensions is known to remain stable 
up to six months. 



3 0 Example 31 

100 mg DSPC (distearoylphosphatidylcholine) and 10 ml 
of 0.9% NaCl were added to a 50 ml Falcon centrifuge tube 
(Becton-Dickinson, Lincoln Park, NJ) . The suspension was 
then extruded through a 1 /m "NUCLEPORE" (Costar, Pleasanton, 

35 CA) polycarbonate membrane under nitrogen pressure at 3 00-800 
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p s i The resultant suspension was sized on a Particle 
Sizing Systems (Santa Bar.bara. CA) Sub Micron Particle Sizer 
Model 370 laser light scattering sizer. It was found that 
all particles were 1 /im or smaller in size. 
5 in addition, the sam„ axount of DPPC suspension was 

passed five times through a Microf luidics" (Microf luidics 
Corporation, Newton, MA), microf luidizer at 18,000 p.s.i. 
The resultant suspension, which was less murky, was sized on 
a Sub Micron Particle Sizer Systems Kcdel_370 laser light. 
10 scattering sizer and it was found that the size was uniformly 
less than 1 ^m. 



Exar.pl o 32 

The previously sized suspensions of DPPC and DSPC of 
Examples 29 and 30 were subject to autoclaving for twenty 
15 minutes on a Barm-tead Model C .5 autoclave 

(Barnstead/Thermolyne. Dubuque, IA) . "After equilibration to 
room temperature (approx. 20° C) , the sterile suspension was 
used for gas instillation. 



20 



Example 33 

10 ml of a solution of 1 , 2-dipalmitoyl- 
phosphatidylcholine at 25mg/ml in 0.5% NaCi, which had 
previously been extruded through a 1 ^ filter and autoclaved 
for twenty x- >utes, was added to a Falcon 50 ml centrifuge 
tube (Becton-Dickinson, Lincoln Park, New Jersey). After 
25 equilibration of. the lipid suspension to room temperature 
(approximately 20° C) , the liquid was vortexed on a VWR 
Gen<e-2 (120V, 0.5, amp, 60Hz.) (Scientific Industries, Inc., 
Bohemia, NY) for 10 minutes or until a time that the total 
volume of gas-filled liposomes was at least double or triple 
30 the volume of the original aqueous lipid solution. The 

solution at the bottom of the tube was almost totally devoid 
of anhydrous particulate lipid, and a large volume of foam 
containing gas-filled liposomes resulted. Thus, prior 
autoclaving does not affect the ability of the lipid 
35 suspension to form gas-filled liposomes. Autoclaving does 
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r. change t.he size of the liposomes, and it does not 
decrease'the ability of the lipid suspensions to form gas- 
filled liposomes. 



ExampT-fl 34 

5 10 ml of a solution of 1 , 2-dipalmitoyl- 

phosphatidylcholine at 25 mg/ml in 0.9% NaCi, which had 
previously been extruded through a 1 /.<m filter and autoclaved 
for twenty minutes, was added to a Falcon 50 ml centrifuge 
tube (Becton-Dickinson, Lincoln Park, NJ) . After 

10 equilibration of the lipid suspension to room temperature 

(approximately 20° C) , the tube was then placed upright on a 
■VWR Scientific Orbital shaker (WR Scientific, Cerritor., CA) 
and shaken at 300 r.p.m. foi 30 minutes. The resultant 
agitation on the shaker table resulted in the production of 

15 gas- billed liposomes. ^ 

Example 3 5 

10 ml of a solution of 1, 2-dipalmitoyl- 
phosphatidylcholine at 25 mg/ml in 0.9% NaCl, which had 
previously been extruded through a 1 pm filter and autoclaved 

20 for twenty minutes, was added to a Falcon 50 ml centrifuge 
tube (Becton-Dickinson, Lincoln Park, NJ) . After 
equilibration of the lipid suspension to room temperature 
(approximately 20° C) , the tube was immobilized inside a 1 
gallon empty household paint container and subsequently 

25 placed in a mechanical paint mixer employing a gyrating 

motion for 15 minutes. After vigorous mixing, the centrifuge 
tube was removed, and it was noted that gas-filled liposome:- 
had formed. 
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E>; ".e 3 6 

10 ml of a solution of 1 , 2-dipalmitoyl - 
phosphatidylcholine at 25 mg/ml in 0.9% NaCl, which had 
previously been extruded through a 1 /im nuclepore filter and 
autoclaved for twenty minutes, was added to a Falcon 50 ml 
centrifuge tube (Becton-Dickinson, Lincoln Park, NJ) . After 
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equilibration of the lipid suspension to room temperature ^ 
(approximately 20* C) , the tube was shaken forcefully by ha::a 
for ten minutes. Upon ceasing agitation, gas-filled 
liposomes were formed. 

Ex' j>\plc-. 37 

Gas-filled liposomes were produced from DPPC as 
described in Example 32. The resultant unfiltered liposome, 
wore drawn into a 50 ml syringe and passed through a car.cace 
filter system consisting of a "NU CLE; PORE" (Costar, 
' Pleasanton. CA) 10 pm filter followed by an 8 pm filter 
spaed a minimum of 150 „m apart. In addition, on a separate 
sample, a stacked 10 and 8 /im filtration assembly was 
used, with the two filters adjacent to one another. Gas- 
filled liposomes were pnssed through the filters at a 
3S pressure such that they were filtered a x^e of 2 . 0 rnl/mrn^ 
The filtered gas-filled liposomes yielded a volume of 80-90* 
of the unfiltered volume. 

The resultant gas- filled liposome were sized by four 
' different methods to determine their size distribution. 
20 Sizing was performed on a Particle Sizing Systems (Santa 
Barbara, CA) Model 770 Optical Sizing unit, and a Zeiss 
(Oberkochen, Germany) Axioplan optical midroscope interface©, 
to image processing software (Universal Imaging. West 
Chester, PA) and a Coulter Counter (Coulter Electronics 
25 Limited, Luton, Beds., England). As illustrated in Figure 
18 the size of the gas-filled liposomes was more uniformly 
distributed around 8 - 10 ^ as compared to the unfiltered 
gas-filled liposomes. 
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This example involves the production of a microsphere 
which will be formed in the bloodstream of a human being, by 
way of example, a gaseous microsphere of 10 microns diamet,r 
where the typical temperature would be 37o C or 310o K. At a 
pressure of 1 atmosphere 7.54 x 10^ moles of gaseous 
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precursor would be. required to fill the volume of a 10 micron 
diameter mici-osphere . 

1-fluorobutane, which possesses a molecular weight, of 
76.11, a boiling point of 32. 5<> C, and a density of 6.7789 
5 grams' mL- 1 at 20° C, may be used as the gaseous precursor. 
5.74 x 10- 15 grams of this precursor will be required to fill, 
a 10 micron diameter microsphere. The density of 1-fluoro- 
butane will require 8.47 x 10- 1S mLs of liquid precursor to 
form a microsphere with an upper limit of 10 microns. 
10 An emulsion of lipid droplets with a radius of 0.0272 

microns or a corresponding diameter of 0.0544 microns are 
needed to make a gaseous precursor microsphere whose upper 
limit would fulfill the criteria of forming a 10 micron 
microsphere. An emulsion of this particular size could be 
15 easily achieved by the use of an appropriately sized filter, 
in addition, as can be seen by the size of the filter 
necessary to form gaseous precursor droplets of defined «ize, 
the size of the filter would also suffice to remove any 
■possible bacterial contaminants and, hence, can be used es a 
20 sterile filtration as well. 

In the case of the 1-fluorobutane droplet of liquid 
precursor necessary to produce a microsphere of 10 /i™ 
diameter, a multilamellar stabilizing liposomal coating would 
increase the effective particle or droplet size from about 
25 0.0544 /im to about 0.1344 /tm. This size droplet will easily 
pass through" a 0.22 jim filter. After in vivo phase 
transition, the gaseous precursor- filled microsphere, in 
multilamellar form, may change to a unilamellar or 
oligolamellar coating. The effect on final gas- filled 
30 microsphere size due to the bilayer coating **y now be 

minimal. The lipid bilayers may be selected such that the 
phase transition from the gel state to the liquid-crystalline 
state of the lipid matches the boiling point of the gaseous 
" precursor. In so doing, the lipidic coating will more 
35 readily facilitate microsphere expansion. 



Exampl e 39 
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The gaseous precursor, 1- £ luorobutane , can be 
entrapped in liposomes and as the. temperature is raised, 
lipofiomally entrapped f luorobutane gas results. The gaseous 
precursor, 1-f luorobutane, can be suspended in an aqueous 
cusp-nsion containing emulsifying and stabilizing agents such 
an glycerol or propylene glycol and vortexed on a com*- rcial 
vortexer. Vortexing is commenced at a temperature low enough 
that the gaseous precursor is liquid and is continued as the 
temperature of the sample is raised past th, phase transition 
temperature from th. : liquid to gaseous state. In so doing, 
the precursor converts to the gaseov.s state during the 
microemulsification process. In the presence of the 
• appropriate stabilizing agents surprisingly stable gar. 

microspheres result. 
15 Example 40 

An experiment identical to Example 39 may be perf-r.ftea 
with the sequential replacement of perf luoropenl-.ane by sulfur 
hexaf luoride , hexaf luoropropylene , bromochlorof luoromethane , 
octafiluoropropane, 1,1 dichloro, fluoro et&ane, hexa 

20 fluoroethane, hexaJIluoro-2-butyne, perf luoropentane, 

perf luorobutane, octaf luoro-2-butene or hexaf luorobuta-1, 3- 
dieiv c>,r octaf luorocyclopentene. all with the production of 
gaseous precursor filled lipc-.omes. 

Various modifications of the invention in addition to 

25 those shown ana described herein will be apparent to those 
skilled in the art £•-..« the foregoing description. Such 
modifications are also intended to fall within the scope of 
the appended claims. 
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What iB claimed xb: 

A targeted therapeutic delivery system comprising 
a temperature activated gaseous precursor-filled microsphere 
5 wherein said gaseous precursor-filled microsphere comprises 
therapeutic compound. 

2. Th* targeted therapeutic delivery system of claim 
1 wherein the microspore comprises a gaseous precursor 
selected from the group consisting of fluorine, 
10 perfluoromethane, perfluoroethane, perf luoropropane, 

perlluorobutane. perfluoropentane, perf lunrohexane, sulfur 
hexafluoride, hexaf luoropropylene, bromoci.lorof luoromethane , 
O ctafluoroprop*ne\ 1,1 dichloro, fluoro ethane, hexa , .. 
fluoroethane, hexs.f luoro- 2-butyne , perfluoropentane, 
15 perfluorobuta^, octaf luoro- 2-butene/ hexaf luorobuta-1 , 3- 
dien~, octafluorocyclopentene, hexaf luoroacetone. isopropyl 
acetylene, allene, tetrafluoro allene. boron trifluorxde, 
1,2-butadiene, i. 3-butadiene, 1, 2 , 3- trichloro, 2-f luoro-1 , 3 - 
butadiene , 2 -methyl ,1,3 -butadiene , hexaf luoro- 1 , 3 -butadiene 
20 butadiene, 3-f luoro-butane, 2 -methyl -butane, decafluoro 
butane, i-butene, 2-butene, 2-methyl-l-butene. 3-methyl-l- 
butenc, perfluoro-l-butene, perf luoro- 2-butene, 4-phenyl-3- 
butene-2-one, 2-mcthyl-l-butene-3-yne, butyl nitrate, 1- 
butyne, 2-butyne, 2-chloro-l.l, 1.4.4. 4-hexafluoro-butyne. 3 
25 methyl-l-butyne. perf luoro- 2-butyne, 2 -bromo-butyraldehyde , 
carbonyl sulfide, crotononif.rile. cyclobutane, methyl- 
cyclobutane, octaf luoro- cyclobutane, perf luoro-cyclobutene , 
3-chloro-cy,:lopentene, cyclopropane, 1 , 2 -dimethyl - 
cyclopropane, 1, 1-dimethyl- cyclopropane, 1,2-dimethyl 
30 cyclopropane, ethyl cyclopropane, methyl cyclopropane, 

diacetylene. 3-ethyl-3-m -.thyl diaziridine, 1, 1, 1-trif luoro- 
diazoethane, dimethyl amine, hexaf luoro- dimethyl amine, 
dimethylethylamine, bis- (Dimethyl phosphine) amine. 2.3- 
dimethyl-2-norbornane, perf luoro-dimethylamine, 
35 dimethyloxonium chloride, 1, 3-dioxolane-2-one. 4 -methyl. 



WO 94/233/4 



>'ClVCii-i.0."io3 



123 



1 i 1 2-tetrafluoro ethane, 3,1,1 trif luoroethane , 1,1,2,2- 
tetrafluoroethane. 1 , 1 , 2- trichloro-l , 2 , 2-trif luoroethane . 1,1 
d^chloro ethane, i, i-dichloro-1. 2. 2. 2-tetrafluoro ethane, 
1 2-difluoro ethane, 1-chloro-l , 1 . 2 , 2 , 2 -pentafluoro ethane, 
2-chloro.l.l-dif luoroethane, 1-chloro-l , 1, 2, 2-tet.raf luoro 
ethane, 2-chloro, 1,1-dif luoro ethane, chloroethano, 
chlororentaCluoro ethane, dichlorotrif luoroethane, fluoro- 
ethane, hexaf luoro- ethane, ni t ro- pent af luoro ethane, nitroso- ( 
pentafluoro ethane, perfluoro ethane, perfluoro ethylandne. 
ethyl vinyl ef r, 1,1-dichloro ethylene, 1, i-dichloro-1 , 2- 
difluo-o ethylene, 1, 2-difluoro ethylene, Methane, Methuue- 
sulfonyl chloride-trifluoro. Methane -sulfonyl fluori.de- 
trif luoro, Methane- (pentaf luorothio) trif luoro, Methane -bromo 
d<f luoro nitroso. Kethaua-bromo f luoro, Me thar.e -bromo 
chl oro-f luoro, Methane-bromo- trif luoro, Methane -chloro 
difluoro nitre. Me theme -chloro dinitro, Methane -chloro 
fluoro, M-,t-hane- chloro trifluoro, Methane-chloro-dif luoro, 
Methane-dibromo dif luoro, Methane-dichloro difluoro, Methane- 
dichloro-fluoro, Kethane-dif luoro, Methane-dif luoro-ioclo, 
Me-hane-disilano, Methane- f luoro, Methane -iodo- trif luoro, 
Methane-nitro-trifluoro. Methane-nitroso-trif luoro, Methane- 
tetrafluoro, Methane-trichlorof luoro, Methane- trif luoro, 
Methanesulfenylchloride-trifluoro, 2- Methyl butane, Methyl 
ether, Methyl isopropyl ether, Methyl lactate, Methyl 
25 nitrite, Methyl sulfide, Methyl vinyl ether, Neon, 

Neopentane, Nitrogen, Nitrous oxide, 1, 2, 3-Nonadecane 
tricarboxylic acid-2-hydroxytrimethylester. l-Honene-3-yne, 
Oxyaen, 1, 4-Pentadiene, n-Pentane, Pentane-perf luoro, 
2-Penten-.ne-1-amino-4-nethyl, 1-Pentene. 2-Pentene (cis), 
2-Pentene {trans}, l-Pentene-3 -bromo, l-Pentene-perf luoro, 
Phthalic acid-tetrachloro, Piperidine-2 , 3 , 6 -trimethyl , 
Propane , Pr ope • a - 1 , 1 , 1 , 2 , 2 , 3 -hexa f luoro , . Propane -1,2- epoxy , 
Propane-2,2 difi-.oro, Propane- 2 -amino, Propane -2 -chloro, 
Propane-heptafluoro-l-nitro. Propane-heptaf luoro-l-nrtroso, 
Propane -perfluoro, Propane, Propyl-1, 1 . 1 , 2 , 3 , 3-hexaf luoro-2 , 3 
dichloro, Propylene-1- chloro, Propylene- chloro- {trans} , 
Propylene-2- chloro, Propylene -3 -f luoro, Propylene -perfluoro, 
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Prooyne, Propyn*-3 . 3 , 3-trif luoro, Styrene-3-f luoro. Sulfur 
hexafluoride, Sulfur (di) -decafluoro (S2F10) . Toluene-2,4- 
diamino, Trilluoroacetonitrile. Trif luoromcthyl peroxide, 
Trifluoromethyl sulfide, Tungsten hexaf luoride , Vinyl 
5 acetylene, Vinyl ether, and Xenon. 

3. The therapeutic delivery system of claim 1 
comprising a lipid selected from the group consisting of 
fatty acids; lysolipids; phosphatidylcholine; 
dioleoy] phosphatidylcholine; dimyristoylphosphatidylcholine; 
10 diperitadecanoylphosphat idyl - choline ; 

dilauroylphosphatidylchoHne; dioleoylphosph&tidyl-choline; 
dipalmitoylphosphat idylchol ine ; distearoyl - 
pho sphat i -y 1 chol ine ,- phosphat idy le L hanol amine ; 
dioleoylphosphatidylethanolandne ; phospbatidyleerine ,- 
1S phosphat idylqlyce. ol; phosphat .idylinositol ,- sphingoids; 

sphingomyelin; glycolipids, ganglioside GK1; ganglioside GM2; 
glucolipids; sulfatides; glycosphingolipids; phosphat idic 
acid; palmitic acid; stearic acid; arachidonic acid; oleic 
acid; lipids bearing polymers such as polyethyleneglycol, 
20 chitin, hyaluronic acid or polyvinylpyrrolidone; lipids 
bearing sulfonated mono-, di-, oligo- or polysaccharides; 
cholesterol, cholesterol sulfate; cholesterol hemisuccinate; 
tocopherol hemisuccinate, lipids with ether and ester- linked 
fatty acids, polymerized lipi diacetyl phosphate, 
25 stearylamine, cardiolipin. phospholipids with short chain 

fatty acids of 6-8 carbons in length, synthetic phospholipids 
with asymmetric acyl chains, 6- (5-cholesten-3/?-yloxy) -1-thio- 
/8-D-galactopyranoside, digalactosyldiglyceride, 6-(5- 
choleeten-3/5-yloxy)he*yl-6-amino-6-deoxy-l-thio-P-D- 
30 galactopyraiioside. 6- (5-cholesten-3/3-yloxy) hexyl-6-amino-6- 
deoxyl-l-thio-or-D-mannopyranoside, 12 - ( ( (7' - 

diethylaminocoumarin-3-yl)carbonyl)methylamino)-octacV.:canoic 
acid; N- [12- ( ( (7 » -diethylaminocoumarin-3-yl) carbonyl) methyl - 
amino) octadecanoyl) -2-aminopalmitic acid; cholesteryl) 4 ' - 
35 trimethyl-ammonio)butanoate; N- 

succinyldioleoylphosphatidylethanol-amine; 1. 2-dioleoyl-sn- 
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glycerol ; 1 . 2 - dipa 1 ~ i t oyl - sn - 3 - suc-c i ny lgl ycerol ; 1.3- 

dipalmitoyl - 2 -succinylglycerol ; l-hexadecyl -2 - 

palmitoylglycerophosphoethanolamine; palmitoylhomocysteine; 

and/or combinations thereof; lauryltrimethylammonium bromide.. 
5 cetyltrimethylaramonium bromide, myristyltrimethylammonxum 

bromide, alkyldimethylbenzylammonitim chloride, 

benzyldimethyldodecylammoniuiti bromide , 
■ benzyldimethylhexadecylair.mon.iwm bromide, 

benzyldimethyltetradecylammonium bromide, 
10 cetyldimethylMthyl ammonium bromide, or cety] pyridiniun. 

bromide; pentaduoro octadecyl iodide,- per f luorooctylbromxde , 

perfluorodecalin, perCluorododecali". p ft r£luorooctyliodide. 

perfluorotripropylaiaine, and perf luorotributylamine and 

further comprising a lipid bearing a covalently bound 
15 polymer . . • • 

4 The therapeutic delivery system of claim 3 
wherein 'said polymer is between 400 and 200,000 molecular 
weight. 

5 The therapeutic delivery system of claim 3 

20 wherein 'said polymer is between 1,000 and 20,000 molecular 
weight . 

6. The therapeutic delivery system of claim 3 
wherein 'said polymer is between 2,000 and 8,000 molecular 
weight . 

7. The the-apeutic delivery system of claim 3 
wherein "said lipid bearing a covalently bound polymer 
comprises compounds of the formula XCKY- (CH a ) n-0- <CH,> n-YCHX 
wherein X is an alcohol group, Y- is OH or an alkyl group and 
n is 0 to 10,000. 

8 The therapeutic delivery system of claim 3 
wherein "said polymer is selected from the group consisting oi 
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polyethyleneglycol, polyvinylpyrrolidone, polyvinyl alcohol 
'"' and polypi.opyleneglycol . 

9. The therapeutic delivery system of claim 3 
wherein said polymer is polyethyleneglycol . 

5 io The therapeutic delivery system of claim 3 

wherein said lipid comprises from about 1 mole % to about 20 
mole % . 

11 The therapeutic delivery system of claim 1 
comprising a mixed lipid solvent system of saline, glycerol 
10 and propylene glycol. 

12. The therapeutic delivery system of clasm 1 
com; dng a lipid selected from the group consisting of 
fatty acids; lysolipids; phosphatidylcholine; 
dioleoylphosphatidylcholine; dimyristoylphcsphatidylcbolxne; 
15 dipentadecanoylphosphatidyl-choline; 

dilauroylphosphatidylcholine; dioleoylphosphat idyl -choline ,- 
dipalmitoylphosphatidylcholine; distearoyl- 
phosphat idylcholine ; phosphat idylethanolartdne ; 
dioleoylphosphat idylethanolamine ; phosphat idylserine ; 
20 phosphat idylglycerol; phosphatidyl inositol ; sphingolipids.- 

sphingomyelin; glycolipids; ganglioside GM1; ganglioside GK2 ; 
glucolipids; sulfatides; glycosphingolipids; phosphatide 
acid; palmitic acid/ stearic acid; arachidonic acid; oleic 
acid; lipids bearing polymers such as polyethyleneglycol, 
25 chitin, hyaluronic 'acid or polyvinylpyrrolidone; lipids 
bearina sulfonated mono-, di-, oligo- or polysaccharides; 
cholesterol, cholesterol sulfate; cholesterol hemisuccinate; 
tocopherol hemisuccinate, lipids with ether and ester-linked 
fatty acids, polymerized lipids, diacetyl phosphate, 
30 stearylamine, cardiolipin, phospholipids with short chain 

fatty acids of 6-8 carbons in length, synthetic phospholipids 
with asymmetric acyl chains, 6- (S-cholesten-30-yloxy) -1-thio- 
/3-D-galactopyranoside, digalactosyldiglyceride, 6- (5- 
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chole S ten-3P-yloxy)hexyl-£-amino-6-deoxy-l-thio-p-D- 
galactopyranoside. 6- (5-cholesten-30-yloxy) hexyl-6 -amino- 6- 
deoxyl-l-thio-a-D-tnannopyranoside. 12- ( ( (7» - 

d iethylan.<nocou«narin-3-yl)carbonyl)methylaminoJ-octadec a noic 
5 acid- N- [3 2- ( ( (V -diethylarainocoumarin-3-yl)carLonyl)mcthyl- 
amino) octadecanoyl) -2-a«oinopalmitic acid; cholesteryl) 4 • - 
trimethyl - aaiinonio) butanoaV e ; N- 

succinyldioleoylphosphatidylethanol-amine; 1 , 2-dioleoyl -sn- 
glycerol ; l , 2 - dipalmi toy 1 - sn - 3 - succ iny lglycerol ; 1,3- 

10 dipalmitoyl-2-F.uccinylglycerol;l-hexadecyl-2- 

palmitoylglycerophosphoethanolamine.; palmitoylhomoc ^ ; 
and/or combinations thereof; lauryltrimethylammoniun. bronu.de, 
cetyltrimethylannncnium brori a*, rayristyltriinethylammonium 
bromide, aDkyldirr-thylbenzy-. -nr.nonium chloride, 

15 benzyldimethyldddecylamtnoPiuiT. bromide, 
ben*yldimetliylhev.ad«cyl ammo* ium bromide , 
benzyldimethyltetradacylanmonivw bromide , 
cetvldimethylethylanv.-nium bromide, or cetylpyridinium 
bromide; pentafluoro octadecyl iodide, perfluorboctylbromxde. 

20 perfluorodecalin, perf luorododecalin. perfiluorooctyliodide, 
perfluorotrioropylamine, and perf luorotributylamine; 
and further comprising a lipid bearing a net negative charge. 

13 The therapeutic delivery system of claim 12 
wherein said lipid bearing a net negative charge comprises 

25 phosphatide acid and phosphatidylglycerol . 

14 The therapeutic delivery system of claim 12 
wherein said lipid bearing a net negative charge comprises 
phof ;pha tidic acid. 

15 The therapeutic delivery system of claim 12 

3 0 wherein said lipid bearing a net neg.- f.ive charge comprises 
about 1 mole % to about 20 mole %. 

16 The therapeutic delivery system of claim 1 
further comprising one or more viscosity active compounds. 
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17 The therapeutic delivery system of claim 16 
wherein said viscosity active compound is selected from the 
group consisting of alcohols, polyalcohols, propylenerjlycol. 
glycerol, sorbitol, cellulose, methylcellulose, xanthan gum, 
5 hydroxymethylcellulose, carbohydrates, phosphorylated 
carbohydrates, and sulfonated carbohydrates. 

ie. The therapeutic delivery system of claim 1 
further comprising one or more emulsifying agents selected 
from the group consisting of acacia, cholesterol, 

10 diethanolamine. glyceryl monostearate , lanolin alcohols, 
lecithin, monoglyceridea. diglyceridos. mono-cthanolamxne. 
oleic acid, oleyl alcohol, poloxamer, polyoxyethyleme 50 
stearate, polyoxyl 35 caster oil, polyoxyl 10 oleyl ether, 
polyoxyl 20 cetyostearyl ether, polyoxyl ,40 stearate, 

15 polysorbate 20, polysorbate 40, polysorbate 60, polys orb v.. e 
80, propylene glycol diacetate, propylene glycol 
monostearate, sodium lauryl sulfate, sodium stearate, 
. sorbitan monostearic acid, trolamine, emulsifying wax. 

19. The therapeutic delivery system of claim 1 
20 further comprising suspending ag-nts selected from the group 
consisting of acacia, agar, alginic acid, aluminum mono- 
stearate, bentonite, magma, carbomer 934P, 
carboxymcthylcellulose, calcium and sodium and sodium 12, 
carrageenan, cellulose, dextrin, gelatin, guar gum, 
25 hydroxyethyl cellulose, hydroxy-propyl methylcellulose, 
magnesium aluminum silicate, methylcellulose, pectin, 
polyethylene oxide; polyvinyl alcohol, povidone, propylene 
glycol alginate, silicon dioxide, sodium alginate, 
V .-agacanth, xanthum gum. 

30 20. The therapeutic delivery system of claim 1 

further comprising a vehicle selected from the group 
consisting of almond oil, corn oil, cottonseed oil, ethyl 
oleate, isopropyl myristate, iscpropyl palmitate, mineral 
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oil myristyl alcohol, octyl-dodecanol , olive oil, peanut 
oil! Persic oil, sesame oil, soybean oil, and squalene . 

21 The therapeutic delivery system of claim 1 
comprising a lipid of one or more, polymer microoar tides . 

22 The therapeutic delivery system of claim 21 
wherein said polymers have molecular v.eights of from about 
500 to about 150,000,000. 

23. The therapeutic delivery system of claim 21 
.wherein said polymer is a protein. 

10 2 4. The therapeutic delivery system of claim 21 

wherein said polymer is a synthetic polymer. 



25 The therapeutic delivery system of claim 1 
wherein sa^.d gaseous precursor is temperature activated in 
vivo. 

♦ 

15 26. The therapeutic delivery system of claim 1 

wherein the gaseous precursor has a, activation temperature 
of about 37° C. 

27 The therapeutic delivery system of claim 1 
whorein said gaseous precursor has an activation temperature 

20 of from -150 P C to 85°C. 

28 The theraoeutic delivery system of claim 1 

. wherein said gaseous precursor has an activation temperature 
of from -125°C to 70°C. 

29 The therapeutic delivery system of claim 1 

25 wherein said gaseous precursor has an activation temperature 
of from -100°C to 70°C. 
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30 The therapeutic delivery system of claim 1 
wherein the microsphere comprir.es a material having a phase 
transition temperature of greater than about 20° C. 

31 The therapeutic delivery system of claim 1 
wherein the microsphere is less than about 100 „m in outside 
diameter. 

32 The therapeutic delivery system of claim 1 
herein the microsphere is let.* than about 10 M m in outside 
diameter. 

33. The therapeutic delivery system of claim 1 
wherein the therapeutic compound comprises genetic material. 

34. The therapeutic delivery system of claim 33 
wherein the genetic material is deoxyribonucleic acid. 

35. The therapeutic delivery system of claim 33 
wherein the genetic material is ribonucleic acid. 

36. The therapeutic delivery system of claim 33 
comprising an antisense ribonucleic acid or an antisense 
deoxyribonucleic acid. 

37. The therapeutic delivery system of claim 33 
wherein the microsphere further cou V rises^a cationic lipid 

material. 

38. The therapeutic delivery system of claim 37 
wherein the cationic lipid comprises N-[l-(2,3- 
dioleoyloxy) propyl] - N ,N,N-trimethylammoium chloride. 

39. The therapeutic delivery system of claim 1 
comprising a lipid selected from the group consisting of 
distearoylphosphatidylcholine. dipalmitoylphosphatidylcholine 
and egg phosphatidylcholine. 
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40 The therapeutic delivery system of claim 33 
-herein the therapeutic compound comprises a deoxyribonucleic 
acid encoding at least a portion of a gene selected from the 

roW consisting of a human u.ajor histocompatibility g- ne. 
5 dystrophin, Cystic Fibrosis transmembrane conductance 
regulator, lnterleukin-2 and Tumor Necrose Factor. 

41 The therapeutic delis -y system of claim 33 
wherein the therapeutic compound compri.es an antisense 
oligonucleotide capable of binding at least a portion o, a 

10 deoxyribonucleotide encoding Ras. 

42 The therapeutic delivery system of claim 1 
.herein the 'therapeutic comprises a monoclonal antibody. 

43 The therapeutic delivery system of claim 42 
wherein the monoclone antibody is capable of binding to 

15 melanoma antigen. 

44 The therapeutic delivery system of claim 1 
wherein U.e microspheres comprise gas-filled liposome 
substantially devoid of water in the interior thereof and 
having embedded therein a therapeutic compound. 

20 45 The therapeutic delivery system of claim 1 

wherein tte microspheres comprise gas-filled liposomes 
prepared by a vacuum drying gas instillation method and 
having embedded therein a therapeutic compound. 

46 The therapeutic delivery system of claim 1 

25 wherein the microspheres comprise gaseous P"~»°^^ 
iiposomes prepared by a gel state sh.king gaseous precurso. 
instillation method. 

47 A method for the controlled delivery of 

j , vfoion of a patient comprising: 

therapeutic compounds to a region o^ a P 
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(i) administering to the patient temperature activated 
gaseous precursor- filled microspheres comprising a 

therapeutic compound; 

(ii) monitoring the microspheres using energy to 

5 dateline the liquid to gas phase transition and the presence 
of the microspheres in the region; and 

(iii) rupturing the microspheres using energy to 
release the therapeutic compound in the region. 

48 The method of claim 47 wherein said energy is 
10 selected from the group consisting of. ultrasound, microwave 
radiofrequency energy, magnetic induction oscillating energy, 
and light energy. 

49'. The method of claim 48 wherein said ultrasound 
energy compxises continuous wave ultrasound energy. 

15 . so. The method of claim 48 wherein said ultrasound 

energy is selected from the group consisting of amplitude and 
frequency modulated pulses . 

51. The method of claim 48 wlv-rein said ultrasound 
energy is applied as a pulse selected from the group 

20 consisting of a PRICH pulse and a C.-.IRP pulse. 

52. The method of claim 48 wherein said light energy 
is selected f.om L^e group consisting of a laser and infrared 
energy. 

53. The method of claim 47 wherein said energy is 
25 applied externally to the patient. 

54. The method of claim 47 wherein said energy is 
applied endoscopically to the. patient. 

55. The method of claim 47 wherein the microspheres 
are administered intravenously. 
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56 The method of claim 47 wherein the mi- rospheres 
are comprised of a lipid selected from the group consisting 
of fatty acids; lysolipids; phosphatidylcholine; 
dioleoylphosphatidylcholine; dimyristoylphosphatidylcholxne; 
dipentadecanoylphosphat idyl- choline; 

dilauroylphosphatidylcholinc; dioleoylphosphatidyl-cholxne ; 
dipalmitoylphosphatidyl choline; di stearoyl- 
phosohatidylcholipe; phospbatidylethanolamine ; . 
dlo3eoylpho 8 phatidyl«thanolamine; phosphatidyls ,nne ; 
phosphatidyl ycerol ; phosphatidyl inositol ; ephingolxpxda ; 
sphlnoomyelin; glycol iuids; ganglioside GM1; ganglioside GM2; 
glurolioids; suliV-ides; glycosphingolipids; phosphatide 
acid; palmitic acid; stearic acid; ararhidonic acid;, oleic 
acid; lioids bearing polymers such as lyethyleneglycol, 
15 chitin. hyaluronic acid or- polyvinylpyrrolidone; lipids 
be,rinn suit onat«d mono-, di-, oligo- or polysaccharides; 
chol^terol, cholesterol sulfate; cholesterol hemieucexnate; 
tocopherol hemisuccinate, lipids with ether and ester-linked 
fatty acids, polymerized lipids, diacetyl phosphate, 
20 stearylamine, cardiolipin, phospholipids with short chain. 

fatty acids of 6-8 carbons in length, synthetic phospholipids 
with asymmetric acyl chains, 6- <5-cholesten-3/J-yloxy) -1-thxo- 
0-D-galacta:-.yranosicle, digalactosyldiglyceride, 6- (5- 
cholesten-3/3-yloxy)hexyl-6-amino-G-deoxy-l-thio-/?-D- 
25 galactopyranoside. 6- (5-cholesten-3/3-yloxy) hexyl-6-amxno-6- 
deoxyl-l-thio-a-D-mannopyrancside, 12- ( ( (7* - 

diethylaminocoum,.rin-3-yl)carbonyl)meL>.ylamino)-octadecanoic 
acid; K- [12- ( ( (7' -diethylarainocoumarin-3-yl) carbonyl) methyl - 
amino) octadecanoyl] -2-aminopalmitic acid; cholest«ryl) 4 ' - 

3 0 t r ime thyl- ammonia) but anoate; N- m 

succinyldioleoylphosphat idylethanol -amine ; 1 , 2 -dioleoyl - sn - 
glycerol;l,2-dipalmitoyl-sn-3-succinylglycerol; 1,3- 
dipalmitoyl-2-succinylglycerol;l-hexadecyl-2- 
palmitoylglycerophosphoethanolamine; palmitoylhomocystexne ; 

35 and/or combinations thereof; lauryltrimethylammonium bromxde 
cetyltrimethilamnonium bromide, myristyltrimethylammonxum 
bromide, alkyldimethylbenzylammonium chloride, 
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benzyldimethyldodecylamiaonium bromide , 
benzyldinwitl.ylhexadecylaminonium bromide, 
benzyldimethyl tetradecylammonium bromide , 
cetyldimethylethylanoGonium bromide, or cetylpyridinium 
S bromide; pentafluoro octadecyl iodide, perf luoreoctylbromxde . 
perfluorodccalin. perf luorododecnlin, perfluorooctyliodide. 
perriuorotripropylamine. and perf luorotributylamine. 

57 The method of claim 47 wherein the microspheres 
arc filled with a gas selected from the group consisting of 
10 fluorine, perf luoiometh perf luoroethane. 

perfluoropropane. perfluorobutane. perfluoropentane. 
pe^fluorohexane, s.lfur hexaf luoride. hexaf lu.ropropy] ene, 
bromochlorofluo.omethane. octaf luoropropane, 1,1 dichloro. 
fluoro ethane, hexa f luoroethane, hexafluoro-2-butyne, 
is perfluoropentan*. perf luorobutane, octaf luoro-2-butene. 
hexafluoro)v.ta-l,3-diene, octaf luorocyclopentene, 
hexafluoroacetone, isopropyl acetylene, allene, tetrafluoro 
allene, boron trifluoride, 1, 2 -butadiene, 1, 3-butadiene, 
1,2, 3 - tr ichloro , 2 - f luoro-1 , 3 -butadiene , 2 -.methyl ,1,3- 
20 butadiene, hexafluoro-1 , 3-butadiene, butadiene, l-fluoro- 
butane, 2 -methyl -butane, decafluoro butane, l-butene. 2- 
butene, 2 -methyl -1-but.ene, 3-r,ethyl-l-butene. per fluoro-l- 
butene, perf luoro-2-butene, 4-phenyl-3-butene-2-one, 2- 
methyl-l-butene-3-yne, butyl nitrate, 1-butyne, 2-butyne, 2- 
25 chloro-l,l,l,4,4,4-hexafluoro-butyne, 3 -methyl -1-butyne, 

perfiluoro-2-butyne, 2-bromo-butyralde.hyde, . carbonyl sulfrde, 
crotononitrile. cyclobutane, methyl-cyclobutane, octafiluoro- 
cyclobutane, perf l«oro-eyc3 -butene. 3-chloro-cyclopentene. 
cyclopropane, 1, 2 -dimethyl -cyclopropane, 1, l-dimethyl- 
30 .cyclooropane, 1,2-dimethyl cyclopropane, ethyl cyclopropane, 
methyl cyclopropane, diacetylene, 3 -ethyl -3 -methyl 
diaziridine, 1, 1. 1-trif luoro-diazoethane. dimethyl amine, 
hexafluoro-dimethyl amine, din.ethylethylan.ine, bis- (Dimethyl 
phosphine) amine, 2, 3-dimethyl-2-norbornane, perfluoro- 
35 dimethylamine, dimethyloxonium chloride, l, 3-dioxolane-2-one, 
4-methyl, l, 1, 1. 2-tetraf luoro ethane, 1,1,1 trif luoroethane. 
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1, 1,2, 2-teLraf luoroethane , 1 , 1 , 2-trichloro-l , 2 , 2- 
trifluoroethane, 1,1 dichloro ethane, l , 1-dichloro-l. 2 , 2, 2- 
tetrafluoro ethane, 1,2-difluoro ethane, 1-chloro-l , 1 , 2 , 2 , 2 - 
pentafluoro ethane, 2-chloro, 1, 1-dif luoroethane, 1-chloro- 
5 1,1,2,2-tetrafluoro ethane, 2-chloro, 1,1-difluoro ethf.-e, 
chloroethane, chlororentaf luoro ethane, 

dichlorptrif luoroethane. f luoro-ethane, hexaf luoro- ethane, 
nitro-pent;-. r luoro ethane, nitroso-penta/U.oro ethane, 
per f luoro ethane, per f luoro ethylamine, ethyl vinyl ether, 
10 i.i-dichloro ethylene, 1 , 1-dichloro-l , 2-dif luoro ethylene, 
1,2-difluoro ethylene, Methane, Methane -sulfonyl chloride- 
trifluoro, Methane-sulfonyl fluoride-trif luoro, Methane - 
(penuafluorothio)trif luoro, Methane -bromc- dif luoro nitroso, 
Meth,ne-bron-,o fluoro, Kethane-bromo chlom-f luoro, Methane- 
15 b-fotno-trif luoro, Methane-chloro dif luoro tro, Methane- 
chloro dinitro, Methane-chloro fluoro, Methane-chloro 
trifluoro, MRthane-chloro-difluoro, Me thane -dibromo difluoro, 
Methane-dichloro difluoro, Methane-dichloro-f luoro, Methane- 
difluoro, Methane -dif luoro -iodo, Metbane-disilano, Methane- 
20 fluoro, Methane-iodo-trifluoro, Methane-nitro-trif luoro, 
Methane-nitroso-trif luoro, Methane-tetraf luoro, Methane - 
trichlorof luoro, Methane-trif luoro, Methanesulf enylchloride- 
trifluoro, 2- Methyl butane, Methyl ether, Methyl isopropyl 
ether, Methyl lactate, Methyl nitrite, Methyl sulfide, Methyl 
25 vinyl ether, Neon, Nuopeutane, Nitrogen,* Nitrous oxide, 

. 1,2,3-Nonadecane tricarboxylic acid-2-hydroxytrimcthylester , 
l-Nonene-3-yne, Oxygen, 1,4-Pentadiene, n-Pentane, Pentane- 
perf luoro, 2-Pentanoiie-4-amino-4-methyl, 1-Pentene, 2-Pentene 
{cis}, 2-Pentene {trans}, l-Pentene-3-bromo, 1-Pentene- 
30 perf luoro, Phthalic acid-tetrachloro, Piperi'Hne- 

2, 3 , 6- 1 rime thy 1 , Propane , Propane -1 , 1,1,2,2,3 - hexaf luoro, 
' Propane- 1, 2 -epoxy, Propane- 2, 2 difluoro, Propane -2 -amino, 
Propane -2 -chloro, Propane -heptaf luoro-l-nitro, Propane - 
heptafluoro-l -nitroso. Propane -perf luoro, Propene, Propyl- 
35 l,l,l,2,3,3-hexafluoro-2,3 dichloro, Propylene-l-chloro, 
Propylene-chloro- {trans), Propylene-2- chloro, Propylene- 
3 -fluoro, Propylene -per fluoro, Propyne, Propyne- 
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3,3,3-trifluoro, Styrene-3 -f luoro, Sulfur hexafluorJ.de, 
Sulfur (di) -decaf luoro (S2F10) , Toluene-2, 4-diamino, 
Triffluoroacetonitrile, Trifluc, . omethyl peroxide, 
Trifluoroinc'chyl sulfide, Tungsten hexaf iuoride , Vinyl 
5 acetylene, Vinyl ether, and Xenon. 

58. The method of claim 47 wherein the microspheres 
are filled with perf luorobutane . 

59. The method of claiw 47 wherein said microspheres 
comprise a lipid bearing a covalently bound polymer. 

10 60< The method of claim 59 wherein said polymer is 

between 400 and 200,000 molecular weight. 

61. The method of claim 59 wherein said polymer is 
between 1,000 and 20,000 molecular wuight. 

62. The method of claim 59 wherein said polymer is 
15 between 2,000 and 8,000 molecular weight. 

63. The method of claim 59 wherein said lipid beaming 
a covalently bound polymer comprises compounds of the formula 
XCHY- (CH a }n-0- (CH 2 )n-YCHX wherein X is an alcohol group, Y is 
OH or an alkyl group and n is 0 to 10,000. 

20 64. Th,e method of claim 59 wherein said polym-r is 

selected from the group consisting of polyethyleneglycol , 
polyvinylpyrrolidone, polyvinyl alcohol and 
polypropyleneglycol . 

65. The method of claim 59 wherein said polymer is 
25 polyethyleneglycol . 



66. The method of claim 59 wherein said lipid 
comprises from about 1 mole % to about 20 mole %. 
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67 The method of claim 47 comprising a mixed lipid 
solvent system of saline, glycerol and propylene glycox . 

68 . The method of claim 47 comprising negatively 
charged lipid. 

6 , The method of claim 63 wherein said negatively 
charged lipid comprises phosphatide acid and 
phosphrtidylylycerol . 

70 The method of claim 68 herein said negatively 
charged lipid comprises phosphatide acid. 

71 The method of claim 68 wherein said negatively 

* limd cotrn-iF-r-s about 1 mole % to about 20 mole «. 
charged Ixpna cou.p*.^ 

72. The method of claim 47 wherein said microspheres 
are activated in vivo. 

73 The method of claim 47 wherein said microspheres 
15 are stored suspended in an aqueous medium. 

74 The method of claim 47 wherein the microspheres 
have a reflectivity of between about 2 d3 and about 20 dB. . - 

75 T he method of claim 47 wherein the microspheres 

• o '«« filled liposomes substantially devoid of water 
comprise gas-fj.J-J.ea .lip ,-hP-rein a 

20 in the interior thereof and having encapsulated therexn 

therapeutic- compound. 

. 76 The m«hod of claim 47 wherein the microspheres 
comprise gaseous precursor-filled Upcc-. Peered by a gel 
state sha,in S gaseous pressor instillation method. 

25 77. A method for preparing a targeted therapeutic 

delivery system comprising temperature activated gaseous 
precursor^Ued liposomes, said method uprising the steps 
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of shaking an a„uco U s solution. composing a l, pl d and a 
therapeutic compound, in the presence of a gaseous 
,t a temperature below the gel to liquid crystaU.no phaso 
tr .„ s ition t^at.r. of the lipid, and below the actwatron 
5 temperature o£ the gaseou, precursor. 

78 Th<- method as in claim 77 wherein said method is 
carried out at the activation temperature o£ the g,.eous 

precursor. 

.i ? - *n rO aim 77 wherein the shaking 
79. The method as in claim // V' 1 -^- 

10 step comprises vortexing. 

80 The method as in claim 77 further comprising the 
steps of filtering and heat sterilizing said aqueous lipid 

solution. 

81 The method as in daiti 77 further comprising 

15 extruding the gaseous precursor-filled liposomes" through at 
least one filter of a selected pore size. 

82. The method as in claim 81 wherein the pore size 
is about 10 or smaller. 

83. The method as in claim 77 further comprising 
20 hydrating a dried lipid to form an aqueous solution 

compr-ifciing a lipid - 

84. A method for preparing a targeted therapeutic 
delivery system comprising gaseous precursor-filled 
liposomes, said method comprising the steps of: shaking an 

25 'aoueous solution, comprising a lipid, in the presence of a 
gaseous precursor, at a temperature below the gel to liquid 
crystalline phase transition temperature of the lipid, to 
form gaseous precursor-filled liposomes; and adding to said 
liposomes a therapeutic compound. 
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85 The method as in claim 84 wherein said method is 
carried out at the activation temperature o£ the gaseous 
precursor . 

-.c- in claim 84 wherein the chak* rig 
86. The method as an t-Aoxi.. 

5 step comprises vortexing . 

C7 The method as in claim 84 further comprising the 
steps of 'filtering and heat sterilising said aqueous lipid 
solution. 

88 The method as in claim 84 further comprising 
10 extruding the liposomes through at leant one filter of a 
selected pore size. 

,,„., „_ .: n C ]aim DR wherein the pore size 
89. Tnc me thou as c-j.c*j.ui y- 

is about 10 nm or smaller. 

90 The method as in claim 84 further comprising 
15 hydrating a dried lipid to form an aqueous solution 

comprising a lipid. 

91 A method for preparing a targeted therapeutic 
delivery system comprising gaseous precursor-filled 
liposomes, said method comprising the steps of shaking an 

20 aqueous solution, comprising a lipid and a therapeutic 
compound, in the presence of a gaseous precursor; and 
separate the resulting gaseous precursor-filled liposomes 
for therapeutic use. 



92. 
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_ A method for preparing a targeted therapeutic 
delivery system comprising gaseous precursor-filled 
liposomes, saK method comprising the steps of: shaking an 
aqueous solution, comprising a lipid, inthe presence of a 
gaseous precursor, at a temperature below the ge to liquid 
crystalline phase transition temperature of the lipid to 
form gaseous precursor-filled liposomes; adding a therapeutic 
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compound; and separating the resultant gaseous precursor- 
filled liposomes for therapeutic use. 

93. A method of making therapeutic containing gaseous 
precurr.">r- filled lipc-sone microspheres, comprising the steps 
5 of: 

a) introducing an aqueous solution comprising a 
lipid and a therapeutic compound into a vessel; 

b) introducing a gaseous precursor into said 

vessel ; 

• c) shaking said aqueous lipid solution in the 
presence of said gaseous precursor so as to instill at 
least a portion of said gaseous precursor into said 
aqueous solution, said shaking performed with 
sufficient intensity and duration to produce a gaseous 
precursor-fillcd-liposoaic-containing foam above said 

aqueous solution; and 

d) extracting at least a portion of said gaseous 
precurtsor-filled-liposome-containing foam from said 

vessel . 

94. The method according to claim 93, further 
comprising the step of cooling said aqueous solution. 
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20 



95. The method according to claim 94, wherein the 
step of cooling said aqueous solution comprises cooling said 
aqueous solution below the gel to liquid crystalline phase 

25 transition temperature of said lipid in said aqueous 
solution . 

96. The method according to claim 93, further 
comprising the step of pressurizing said vessel. 

97. The me- hod according to claim 93, further 

30 comprising the step of sizing said gaseous precursor'- filled 

liposomes . 
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98. The method according to claim 97, wherein the 
step of sizing said gaseous precursor-filled liposomes 
compris, . controlling the size of said gaseous precursor- 
filled liposomes extracted from said vessel. 

5 99. The method according to claim 97, wherein the 

size of said gaseous precursor- filled liposomes extracted 
from said vessel is controlled by extracting said gaseous 
precursor-filled liposomes through a filter. 

100. The method according to claim 97, v. he re in the 
10 size of said gaseous precursor -filled liposomes extracted 

from said vessel is- carolled by setting the. location within 
said vessel from which said gaseous precursor- filled 
liposomes are extracted. 

101. The method p.ccord.V to claim 97, wherein the 
15 size of said gaseous precursor-filled liposc-iv.es extracted 

from said vessel is controlled by adjusting the location 
within said vessel from which said gaseous precursor-filled 
liposomes are extracted during the step of extracting said 
gaseous precursor- filled liposomes from said vessel. 

20 102. The method according to claim 97, wheiein the 

step of sizing said g^secj.3 precursor-filled liposome; 
comprises extruding said ext:,-.cted gaseous precursor-filled 
liposomes through a filter. 

103. The method according to claim 97, wherein the 
25 step of sizing said gaseous precursor- filled liposomes 

comprises controlling the intensity of said* shaking . 

104. The method according to claim 93, further 
comprising the step of flowing said gaseous precursor- filled 
liposomes extracted from said vessel into a syringe without 

30 further processing. 
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105. The method according to claim 93, wherein the 
step of shaking said aqueous solution comprises the step of 
shaking at a frequency of at least about 60 shaking motions 
per minute . • 

5 106. The method according to claim 93, wherein the 

step of shaking said aqueous solution comprises the step of 
vortexing said aqueous solution. 

107. The method according to claim 93, wherein the 
step of shaking said aqueous solution comprises the step of 

10 shaking said vessel . 

108. The method according to claim 93, wherein the 
step of shaking said aqueous solution comprises shaking said 
aqueous solution with sufficient intensity to create said 
gaseous precursor-f illed-liposomes-containing foam in less 

15 than about 30 minutes. 

109. The method according to claim 93, wherein the 
step of shaking said aqueous solution comprises the step of 
controlling the duration of said shaking based on the 
detection of said gaseous precursor- f illed-liposome- 

20 containing foam. 

110. The method according to claim 109, wherein the 
step of controlling the duration of said shaking based on the 
detection of said gaseous precursor-f illed-liposome- 
containing foam comprises shaking until the presence of a 

25 pre -determined volume of said foam has been detected. 

111. The method as in claim 93 wherein said method is 
carried out at the activation temperature of the gaseous 
precursor . 

112. An apparatus for making therapeutic containing 
30 gas-filled liposomes, comprising: 
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a) a vessel ; 

b) means for introducing an aqueous solution 
comprising a lipid and a therapeutic compound into 
said vessel; 

c) means for introducing a gaseous precursor xnto 

said vessel; and 

d) means for instilling said gaseous precursor 
into said aqv -ub solution in said vessel , thereby 
producing a foam containing gaseous preci -or-fxlled 
liposomes within said vessel. 

113 The apparatus according to claim 112, wherein 
said means for introducing an aqueous lipid solution 
con ,. rif; , s means for introducing dried lipids, means for 
introducing a therapeutic compound, and me.ns for introouexng 

15 an aqueous media info said vessel. 

114 The apparatus according to claim 112, wherein 
said means for instilling said gaseous precursor i osaxd 
aqueous solution comprises means for shaking said aqueous 
solution. 

im The apparatus according to claim 112, wherein 
said means for shaking said aqueous solution comprises means 
for shaking said vessel. 

116 The apparatus according to claim 112, wherein 
said means for .baking said aqueous solution comprises means 
25 for vortexing said aqueous solution. 

' 117. The apparatus according to claim 112, further 
comprising means for cooling said aqueous solution. 

118. The apparatus according to claim 112, further 

• • f^r- extracting said foam from said vessel, 

comprisxng means for excractiuy 
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119. Ihe apparatus according to claim 13 2, wherein 
said means for extracting said foam from said vessel 
comprises means for adjusting the vertical location at which 
said foam is extracted from said vessel. 

5 120. The apparatus according to claim 112, further 

comprising means for flowing said gaseous precursor-f illeU 
liposomes extracted through a filter assembly. 

121. The apparatus according to claim 120, wherein 
said filter assembly comprises first and second filte s 

10 spaced a predetermined distune* apart. 

122. The apparatus according to claim H2, further 
" comprising means for sizing said gaseous precursor- fi XI e'd 

liposomes . 

123. The apparatus according to claim 112, further 
15 comprising a filter in flow communication with said vessel. 

124. The apparatus according to claim 112, further 
comprising means for pressurizing s "d vessel. 

125. The apparatus according to claim 112, further 
comprising means for flowing said gaseous precursor- filled 

20 liposomes produced from said vessel i>.to a syringe 
subs, : . ntially without further processing. 

126. The apparatus of claim 112 further comprising a 
means f« -f regulating temperature. 

127. The apparatus of claim 126 wherein said 
25 temperature is regulated to 37° C. 

128. A drug delivery system comprising a gas-filled 
liposome prepared by a vacuum drying gas instillation method 
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and having encapsulated therein a drug, wherein said gas is 
provided by a gaseous precursor. 

129. The drug delivery system of claim 128 wherein 
said liposomes are comprised of lipid materials selected from 
5 the group consisting of fatty acids, lysolipids, 
di palmitoylphosphat idylcholine , distearoyl - 

phosphatidylcholine, phosphatidylcholine, phosphatide acid, 
sphingomyelin, cholesterol, cholesterol sulfate, cholesterol 
hemisuccinate, tocopherol hemisuccinate, 
10 phosphatidylethanolamine, phosphatidyl inositol, 

glycqsphingolipids, glucolipids, glycolipids, sulphatid.es, 
lipids bearing sulfonated mono-, di-, oligo- or 
polysaccharides, lipid:, with ether and ester-linked fatty 
acids, and polymerized lipids. 

15 130. The drug delivery system' of claim 128 wherein the 

gaseous precursor is selected from the group consisting of 
fluorine, perf luorome thane, perf luoroe thane, 
perfluoropropane, perf luorobutane, perf luoropentane, 
perfluorohexcne, sulfur hexafluori.de, hexafluorop vopylene, 
20 bromochlorof luorome thane, octafluoropropane, 1,1 dicMoro, 
fluoro ethane, hexa f luoroethane, hexaf luoro- 2 -butyne, 
perfluoropentane, perf luorobutane, octafluoro-2 -butene, 
hexafluorobuta-l,3-diene, octaf luorocyclopentene, 
hexafluoroacetone, isopr-pyl acetylene, allene, tetrafluoro 
25 allene, boron trif luorici - , 1. 2-butadiene , 1, 3 -butadiene, 
1, 2, 3-trichloro, 2-f luoro-1, 3-bv:;adien-, 2-methyl, 1, 3- - 
butadiene, hexaf luoro-1, 3 -butadiene, butadiene, 1-f luoro- 
butane, 2 -methyl -butane, decafluoro butane, l-butene, 2- 
. butene, 2 -methyl -l-butene, 3-methyl-l-butene, perfluoro-1- 
30 butene, perf luoro- 2 -butene, 4 -phenyl- 3 -butene- 2 -one, 2- 

methyl-l-butene-?.-yne, butyl nitrate, l-butyne, 2-butyne, 2- 
chloro - 1 , 1 , 1 , 4 , 4 , 4 -hexa f luoro -butyne , 3 - methyl - 1 -butyne , 
per fluoro- 2 -butyne, 2-bromo-butyraldehyde, carbonyl sulfide, 
crotononitrile, cyclobutane, methyl - cyclobutane , octafluoro- 
35 cyclobutane, perf luoro- cyclobutene, 3-chloro-cyclopentene, 
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cyclopropane, 1 , 2 -dimethyl -cyclopropane, 1, 1- dimethyl - 
cyclopropane, 1,2-dimethyl cyclopropane, ethyl cyclopropane, 
methyl cyclopropane, diacetylene, 3 -ethyl -3 -methyl 
diaziridine, 1 , 1, i-trif luoro-diazo*. thane, dimethyl amine, 
hexafluoro-dimethyl amine, d< methylethylamine, b.^- (Dimethyl 
phosi'=ire) amine, 2 , 3 -dimethyl-2 -norbornane , pe/ f luoro- 
dimethylarr.ine , dimethyl oxonium chloride , 1 , 3 -dioxolane- 2 -one , 
4 -methyl. 1, 1, 1, 2-tetrafluor. • et hane, 1,1,1 trif luoroe thane, 
1,1,2,2-tetrafl uoroe thane , 1 , l , 2 - 1 richlor o - 1 , 2 , 2 - 
trifluoroethane, 1,1 dichloro ethane, 1 , 1-dichloro-l, 2 , 2 , 2 - 
tetraf. luoro ethane, 1,2 -dif luoro ethane, 1-chloro-l, 1 , 2 , 2 , 2- 
pentaf luoro ethane, 2-chloro, 1, 1-dif Luoroethune, 1-chloro- 
1,1,2,2-tetrafluoro ethane, 2-chloro, 1,1-dif luoro ethane, 
chloroethane, chloropentaf luoro ethane, 

dichlorotrifluoroethane, f luoro-cthane, hexaf luoro-ethem.v, 
nitro-pentafluoxo ethane, nitroso-penta.f luoro ethane, 
perf luoro ethane, pet. fluoro ethylamine, e'.hyl vinyl ether, 

1.1- dichloro. ethylene, 1, 1-dichloro-l, 2-dif luoro ethylene, . 

1.2- dif luoro ethylene, Methane, Methane -sulfonyl' chloride - 
20 trifluoro, Metlwe-sulfonyl f luoride-trif luoro, Methane - 

(pentafluorothi:->)trif luoro, Methane-bromo dif luoro nitroso, 
Methane-bromo f luoro, Methane-bromo chloro-f luoro, Methane- 
bromo- trifluoro, Methane -chloro dif luoro nitro, Meth'aie- 
chloro dinitro, Methane -chloro fluoro, Methane- chloro 

25 trifluoro, Methane-chloro-dif luoro, Methane-dibromo difluoro, 
Methane-dichloro difluoro, Methane -dichloro- fluoro, Methane- 
difluoro, Methane-difluoro-iodo, Methanc-disilano, Methane- 
f luoro , Methane - iodo - 1 r i f luoro , Methane -n i t ro - 1 r i f luoro , 
Methane -nit roso- trifluoro , Methane - tetraf ^noro , Methane - 

30 trichloroHuoro, Methane-trif luoro, Methanesulf enylchloride- 
trif luoro, 2- Methyl butane, I-sthyl ether, Methyl isopropyl 
ether, Methyl lactate, Methyl nitrite, Methyl sulfide, Methyl 
vinyl ether, Neon, Neopentane, Nitrogen, Nitrous oxide, 
1, 2, 3-Nonadecane tricarboxylic acid-2-hydroxytrimethylester , 

35 l-Nonene-3-yne, Oxygen, 1,4-Pentadienn, n-Pentane, Pentane- 
perf luoro, 2-Pentanone-4-amino-4-methyl , 1-Pentene, 2-Pentene 
{cis}, 2-Pentene {trans}, l-Pentene-3-bromo, 1-Pentene- 
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perfluoro, Phthalic acid-tetrachloro, Piperidine- 

2 3.6-trimethyl. Propane, Propane-1 , 1 , 1 , 2 , 2 , 3-hexaf luoro, 
Propane-1. 2 -epoxy. Propane- 2. 2 difluoro. Propane -2 -amino. 
Pronane-2-chloro, Prop, ,e- heptaf luoro- l-nitro. Propane- 

5 heotafluoro-l-nitroso. Propane-perf luoro, Propene. Propyl- 

l,l,l,2,3.3-hexafluoro-2,3 dichloro, Propylerie-l-chloro, 

' ' ' ' ' r t . Tint .i propvlene-2- chloro, Propyl ene - 

Propylene-chloro- [ trans ) , " u ir iCia 

3-fluoro, Propylene-pr-fluoro, Propyne, Propyne - 

3 3 3-tririuoro, Styrene-3-f luoro, Sulfur hexafluonde. 
10 Sulfur (di) -decaf luoro (S2F10) , Toluene-2. 4-diaiaino, 

Trifluoroacetonitrile, Trlf luoromefchyl peroxide, 
Trifluoromethyl sulfid., Tung* ten hexafluoride, Vinyl 
acetylene, Vinyl ether, and Xenon. 

' 131. Thp. drug delivery system of claira 128 wherein 
15 the microspheres are filled with perf luorcfcu". -me. 

132. The drug delivery system of claim 128 further 
• comprising a lipid bearing a covalently bound polymer. 

133. The drug delivery system of claim 132 wherein 
said polymer is between 400 and 200,000 molecular weight. 

134. The drug delivery system of claim 132 wherein 
said polymer is between 1,000 and 20,000 molecular weight 

135. The drug delivery system of claim. 132 wherein 
said polymer is between 2,000 and 8,000 molecular weight. 



20 



136. The drug delivery system of claim 132 wherein 
25 sa5d lipid bearing a covalently bound polymer comprises 

compounds of the formula XCHY- (CH 2 ) n-O- (CH 2 ) n-YCKX wherein X 
is an alcohol group, Y is Oil or an alkyl group and n is 0 to 
10,000. 

137. The drug delivery system of claim 132 wherein 
30 said polymer is selected from the group consisting of 
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polyethyleneglycol , polyvinylpyrrolidone , polyvinyls! cohol 
"" and poDypropylencjlycoi. 

138. The drug delivery system of claim 132 
wherein said polymer is polyethyleneglycol. 

5 130 The drug delivery system of claim 132 wherein 

said lipid comprise, from about 1 mole % to about 20 mole %. 

140. The drug delivery system of claim 132 wherein 
said lipid comprises a mixed solvent system of sal -ue. 
glycerol and propylene glycol. 

10 141 . The drug delivery system of claim 132 

comprising negatively charged lipid. 

142 The. drug delivery system of claim 141 wherein 
said negatively charged lipid comprises phosphatide acid and 
phosphatidylglycerol . 

15 143. The drug delivery system of claim 141 wherein 

said negatively charged lipid comprises phosphatide acid. 

144. Tbo drug delivery system of claim 141 wherein 
said negatively charged lipid comprises about 1 mole % to 
about 20 mole %. 

20 145 . The drug delivery system of claim 128 wherein 

said liposome is activated in vivo/ 

146 The drug delivery system of claim 128 wherein 
said liposomes are comprised of a lipid selected from the 
■group consisting of fatty acids; lysolipids; 
25 phosphatidylcholine; dioleoylphosphatidylcholine; 

dimyristoylphosphatidylcholine; dipentadecanoylphosphatidyl- 
choline; dilauroylphosphatidylcholine; dioleoylphosphatxdyl- 
choline; dipalmitoylphosphatidyl choline; distearoyl- 
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phosphatidylcholine; phosphat idylethanolamine ; 
dioleoylphosphat idylethanolamine; phosphat idylserine; 
phosphatidy] glycerol , phosphatidyl inositol ; sphingolipids ; 
sphingomyelin; glycoUpids; ganglioside GM1 ; ganglioside GM2; 
5 glucolipids; sulfatides; glycosphingolipids; phosphat: idxc 
acid; palmitic acid; stearic acid; ar.-.chidonic acid; oleic 
acid; lipids bearing polymers such as pc0yethylene 3 lycol, 
chitin, hyaluronic acid or polyvinylpyrrolidone; lipids 
bearing sulfonated mono-, di-, oligo- or polysaccharides ; 
10 cholesterol, cholesterol sulfatv; cholesterol hemisuccinaLe; 
tocopherol hend«ucci,-.«te. lipids with ether a*d ester-linked 
fatty acids, polymerized lipids, diacctyl phosphate, 
stearylamine, cardioVpin, phospholipids* with short chain 
fatty acids of 6-8 carbons in length, synthetic phospholipids 
15 with asymmetric acyl chains, 6- (S-cholesten-3,3-yloxy) -1-thio- 
/5-D-galactopyranoside, digalactosyldiglycer.i de, 6- (5- 
cholesten-3|8-yloxy)hexyl-6-amino-6-deoxy-l-thio-0-D- 
galactopyranoside, 6- (5-cholesten-3/3-yl6xy) hexyl-6-amino-6- 
deoxyl-l-thio-a-D-raannopyranoside, 12- ( { (7' - 
20 diethylaminocoumarin-3-yl) carbonyl) msthylamino). -octadecanoic 
acid; N- [12- ( ( (7 ' -diethylaminocoumarin-3-yl) carbonyl ) methyl - 
amino) octadecanoyl] -2-aminopalmitic acid; cholesteryl) 4 ' - 
trimethyl-arvmonio)bu'canoate; N- 

succinyldioleoylphosphatidylethanol-amine; 1, 2 -dioleoyl -sn- 
25 glycero?.;l,2-dipalmitoyl-sn-3-succinylglycerol; 1,3- 
dipalmitoyl-2-succinylglycerol;l-hexadecyl-2- 
palmitoylglycerophosphoethanolaraim ; palmitoylhomocysteine; 
and/or combinations thereof; lauryltrime- -yi ammonium bromide, 
cetyltrimethylaramc-nium bromide, myristyluiinethylammo^iurn 
30 bromide, alkyldimethylbenaylammonium chloride, 
benzyldir^thyldodecylammonium bromide, 
benzyldimeth/lhexadecylammoniurn bromide, 
benzyldimethyltetradecylammonium bromide, 
cetyldimethylethylammonium bromide, or cetylpyridinium 
35 bromide; pentafluoro octadecyl iodide, perf luorooctylbromide, 
perfluorodecalin. perf luorododecalin, perf luorooctyl iodide , 
perfluorotripropylavnine, and perf luorotributylamine . 
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147. The drug delivery system of claim 128 wherein 
said liposomes are filled with a gas selected from the group 
consisting of l-f luorobutane, 2-methyl butane, 2-methyl 1- 
butene, 2-methyl-2-butene, l-butene-3-yne-2-methyl , and 3- 

5 methyl -1-butyne. 

148. The drug delivery system of claim 120 wherein 

said liposomes are filled with l-f luorobutane . , 

143. The drug delivery system oC claim 128 wherein 
said liposomes are stored suspended, in an aqueous medium. 

10 150 . The drug delivery system of claim 128 wherein 

said liposomes are stored dry. 

151. The drug delivery system of claim 128 wherein 
said liposomes have a stability of at least about three 
weeks . 

15 ' . 

152. The drug delivery system of claim 128 wherein 

said liposomes have a reflectivity of at least about 2 d3 . 

153. The drug delivery system of claim 128 wherein 
said liposomes have a reflectivity of between about 2 dB and 

20 about 20 dB. 

154. A drug delivery system comprising a gas-filled 
liposome substantially devoid of water in the interior 
thereof and having- encapsulated therein a drug, wherein said 
gas is provided by a gaseous precursor. 

25 155. The drug delivery system of claim 154 wherein 

said lipos'-.aes are comprised of lipid materials selected from 
the group consisting of fatty acids, lysolipids, 
dipalmitoylphosphat idyl choline, distearoyl- 

phosphatidylcholine, phosphatidylcholine, -phosphatide acid, 
30 sphingomyelin, chol- terol, cholesterol hemisuccinate, 
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tocopherol hemisuccinate , phosphat idyl ethanol amine, 
phosphatidylinositol. glycosphingolipids. glucolipxds. 
glycolipids. BuJphatides. lipids bearing sulfonated mono-, 
di-. olig- - or polysaccharides, lipids with ether and ester- 
5 linked fatty acids, and polymerized lipids. 

1S 6 The drug delivery system of claim 154 wherein 
said liposomes are comprised of a lipid selected from the . 
group consisting of fatty acids; lysolipids; 
pho-phc: idy- choline; dioleoylphosphatidylcholxne; 
10 dimyriB,oylphosphatidylcholine; dipe.tadecanoylphosphatidyl- 
choline; dilauroylphosp'-atidylcholinc , dioleoylphospuatxoyl- 
choli. », diprami-ovlphor-phat.ldy) choline; distearoyl- 
phosphatidylcholine; phosphatidylcholine; 
dHolnoylohosphatidylethanolaminc, phosphatidylser jne; 
15 phosphatWlglycerol; phosphatidylinositol; sphingolipids; 

sphingomyelin; glycol pid«; gangHosxde GM1; ganylxosxde G,,?.; 
glurolioids; sulfatides;. glycosphingolipids; phosphatxoxc 
acid; palmitic acid; stearic acid; arachidonic acid; oleic 
ar-id; lioids bearing polymers such as polyethyleneglycol , 
20 chitin, hyaluronic acid or polyvinylpyrrolidone; lxpxos 
bearing sulfonated mono-, di-, oligo- or polysaccharides; 
cholesterol, cholesterol sulfate; cholesterol hemisuccxnate; 
tocopherol hemisuccin^.e. lipids with ether and ester-linked 
fatty acids, polymerized lipids, diacetyl phosphate, 
25 stearylamine, cardiolipin, phospholipids with short c ,n 

fatty acids of 6-8 carbons in len.jLh, synthetic phospholxpxds 
with asymmetric acyl chains, 6- (5-cholesten-3/3-yloxy) -l-thio- 
0-D-galactopyranoside, digalactosyldiglyceride, 6- (5- 
cholesten-3/5-yloxy)hexyl-6-ainino-6-dcc«cy-l-thio-P-D- 
30 galactopyranoside, 6- ( 5 -cholesten-3/J-yloxy)hexyl-6-amxno-6- 
deoxyl-l-thio-a-D-mannopyranoside, 12- ( ( P' - 

diethylaminocoumarin-3-yl) carbonyl) methylamino) - octadecanoxc 
acid- N- [12- ( ( (7' -diethylaminocoumarin-3-yl)carbonyl)methyl- 
amino) octadecanoyl] -2-aminopalmitic acid; cholesteryl) 4 ' - 
35 trimethyl-ammonio)but loate; N- 

succinyldioleoylphosphatidylethanol-amine; 1, 2-dioleoyl-sn- 
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glycerol ;1, 2 -dipalmitoyl-sn- 3 -succinylglycerol; 1,3- 
dipalmitoyl-2-succinylglycerol;l-hexadecyl-2- 
palmitoylglycerophosphoethanolamine; palmitoylhomocystei.no; 
and/or combinations thereof; lauryltrimethylaminonium bromide, 
5 cetyltrimethylamrnoniiim bromide, myristyltriihethylammonium 
bromide, alkyldimethylbenzylammonium chloride, 
benzyldimethyldodecylammonium bromide, 
benzyl dime thylhexadecylammonium bromide, 
benzyldimethyltetradecylamtnoriium bromide, 
10 cetyldimethylethylamriionium bromide, or ceLylpyri dinium 

bromide; pentafluoro octadecyl iodide, perf luorooctylbromide, 
perfluorodecalin, perf luorododecalin, perf luorouctyliodide, 
perfluorotri propylamine, and perf luorotributylamine . 

157. The drug delivery system of claim 154 wherein 

15 said lipo, omes arc filled with a gas selected from the group 
consisting of 1-f luorobutane, 2-mv.thyl bntane, 2 -methyl 1- 
butene, 2-methyl-2-butene, l-butene-3-yrie-2-methyl , and 3- 
me :hyl-l-butyne . 

158. The drug delivery system of cJ -m 154 wherein 
20 said liposomes are filled with 1-f luorobuLane . 

159. The drug delivery system of claim 154 wherein 
said liposomes are stored suspended in an aqueous medium. 

160. The drug delivery system of claim 154 wherein 
said liposo-r.es are stored dry. 

25 161. The drug delivery system of claim 154 wherein 

. said liposomes have a shelf life stability of at least about 
three weeks. 

162. The drug delivery system of claim 154 wherein 
said liposomes have a reflectivity of at least about 2 dB. 
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163. The tfvug delivery system of claim 1^4 wherein 
said liposomes have c, reflectivity of between about 2 dB and 
about 20 dB. 

*%. 

164. The drug delivery system of claim 154 wherein the 
5 gaseous precursor is selected from the group consisting of 

fluorine, perfluoromethane, perf luoroethane, 
perf luoropropar.c , perf luorobutane , perf luoropentane , 
perfluorohexane, svlfur hexaf luoride , hexaf luoropropylene, 
bromochlorofluoromethane, octaf luoropropane , 1,1 dichloro, 

10 fluoro ethane, hexa f luoroethane, hexaf luoro- 2- butyne, 
perf luoropentane, perfluorob V-ane, octaf luoro-2-butene, 
hexaf luorobuta-1, 3 -diem:, octaf luorocycloyentene, 
hexaf luoroacetone, isopropyl acetylene, allene, tetrafluoro 
allene, boron trif luoride, 1, 2 -butadiene, 1, 3 - butadiene,. 

15 1, 2, 3-trichloro, 2-f luox-o-1, 3 -butadiene, 2 -methyl, 1, 3- 

butadiene, hexaf luoro-1 , 3-butadJ.ene, butadiene, l-f luoro- 
butane, 2 -methyl -bu«-ane, d-caf luoro butane, 1-butene, 2- 
butene, 2-methyl-l-butene, 3 -methyl -1-butene, perf luoro- 1- 
butene, perf luoro- 2 -butene, 4-phenyl-3-b> tene-2-one, 2- 

20 methyl-l-butene-3-yne, butyl nitrate, 1-butyne, 2 -butyne, 2- 
chloro-1, 1, 1,4, 4,4-hexafluoro-buVyne, 3 -methyl -1-but} 
perfluoro- 2 -butyne, 2-bromo-butyraldehyde, carbonyl sulfide, 
crotononitrile, cyclobutane, methyl -cyclobutane, octafluoro- 
cyclobutane, perf luoro-cyclobutene, 3-chloro-cyclopentene, 

25 cyclopropane, 1, 2- dimethyl- cyclopropane, 1, l-dimethyl- 

cyclopropane, 1,2-dimuLhyl cyclopropane, ethyl cyclopropane, 
methyl cyclopropane, diacetylene, 3-ethyl-3-methyl 
dias, iridic, 1, l/l-trif luoro-diazoe thane, dimethyl amine, 
hexaf luoro- dimethyl amine, dimethylethylamine, bis- (Dimethyl 

30 phosphine) amine, 2,3-dimethyl-2-norbornane, perfluoro- 

dime thy 1 amine, dimethyloxonium chloride, 1 , 3-dioxolane-2-one 
4 -methyl, l , 1 , 1 , 2 -tetrafluoro ethane, 1,1,1 trif luoroethane 
1,1,2,2-tetrafluoroethane, 1, 1, 2-trichloro-l, 2, 2- 
trif luoroethane, 1,1 dichloro ethane, 1, l-di chloro-1 , 2 , 2, 2- 
35 'tetrafluoro ethane, 1,2-dif luoro ethane, 1-chloro-l, 1, 2, 2, 2- 
pentaf luoro ethane, 2-chloro, 1, 1-dif luoroethane, 1-chloro- 
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1,1,2,2-tetrafluoro ethane, 2 -chloro, 1, 1-dif lucre ethane, 
"' chloroethane, chlo, opentaf luoro ethane, 

dichlorotrifluoroethane, f luoro-ethane, hexaf luoro-ethane. 
nitro-pentaf luoro ethane, nitroco-per.taf luoro ethane, 
5 perf luoro ethane, perfluoro ethylamine, ethyl vinyl ether, 

1.1- dichloro ethylene, 1, 1-diehloro-l , 2-dif luoro ethylene, 

1. 2- dif luoro ethylene, Methane, Methane-sulf onyl chloride- 
trifluoro, Methane-sulfonyl f luoride-trif luoro, Methane- 
(pentafluorothio) trifluoro, Methane -bromo dif luoro nitroso, 

10 Methane-bro.no f luoro, Methane -bromo chloro- fluoro, Methane - 
bromo- trifluoro, Methane -chloro dif luoro nitro, Methane - 
chloro di nitro. Methane -chloro f luoro, Methane -chloro 
trifluoro, Methana-chloro-difluoro, Methane -dibroino difluoro, 
Methane-dichloro difluoro, Methane-di chl oro-f luoro, Methane- 
15 difluoro, Methane.-difluoro-iodo, Methane-dieilano, Methane- 
fluoro, Mcthane-iodo-triflv to, Methane -nitro- trifluoro, 
Methane-nitroso-trif luoro, Me thane -tetraf luoro, Methane - 
trichlorof luoro, Methane-trif luoro. Methane volfenylchloride - 
trifluoro, 2- Methyl butane, Methyl ether, Methyl isopropyl 
20 ether, Methyl lactate, Methyl nitrite, Methyl sulfide, Methyl 
vinyl ether, Neon, Neopentane, Nitrogen, Nitrous oxide, 
1, 2, 3-Nonadecane tricarboxylic acid-2-hydroxytrimethylester, 
l-Nonene-3-yne, Oxygen, 1,4-Pentadiene, n-Pentane. Pentane- 
perf luoro, 2 -Pentanone-4-amino-4 -methyl , 1-Pentene, 2-Pentene 
25 {cis}, 2-Pentene {trans}, l-Pentene-3-bromo, 1-Pentene- 
perlluoro, Phthalic acid-tetrachloro, Piperidinfi- 
2,3, 6 -trimethyl , Propane , Propane-1 , 1 , 1 ,"2 , 2 , 3 -hexaf luoro , 
Propane -1, 2 -epoxy, Propane-2,2 difluoro, Propane- 2 -amino, 
Propane-2-chloro, Propane -heptaf luoro-l-nitro, Propane- 
30 heptaf luoro- l-nitroso, Propane -perf luoro, Propene, Propyl - 
l,l,l,2 / 3,3-hexafluoro-2,3 dichloro, Propylene-l-chloro, 
Propylene-chloro- {trans}. Propylene-2- chloro, Propylene - 
3 -f luoro, Propylene -perfluoro, Propyne, Pro. ne- 
3,3,3-trifluoro, Styrene-3-f luoro, Sulfur hexaf luoride , 
35 Sulfur (di) -decaf luoro (S2F10) . Toluene-2 , 4-diamino, 
Trifluoroacetonitrile, Trif luoromethyl peroxide, 
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Trifluoromethyl sulfide, Tungsten hexaf luoride. Vinyl 
acetylene, Vinyl ether, and Xenon. 

165. The drug delivery system of claim 154 v;herein 
the microspheres are filled with perf luorobutane . 

5 166. The drug delivery system of claim 154 further 

comprising a lipid bes:.:lng a covalently bound polymer. 

167. The drug delivery system of claim 166 wherein 
said polymer is b- <een 400 and 200,000 molecular weight. 

168. The drug delivery system of claim 166 wherein 
10 said polymer is between 1,00.0 and 20,000 molecular weigh? . 

169. The drug delivery system of claim 166 wherein 
said polymer is between 2,000 and 8, 000 'molecular weight. 

170. The drug f livery system of claim 166 wherein 
said lipid bearing a covalently bound polymer 'comprises 

15 compounds of the formula XCHY- <CH a ) n-O- (CK 2 ) n-YCHX wherein X 
is an alcohol group, Y is OH or an alkyl group and n i« 0 to 
10, 000 . 

171. The drug delivery system of claim 166 wherein 
said polymer is selected fiom the group consisting of 

20 polyethyleneslycol, polyvinylpyrrolidone, polyvii.ylalcohol 
an'* polypropyleneglycol . 

172. The drug delivery system of claim 166 
wherein said polymer is polyethyleneglycol. 

173. The drug delivery system of claim 166 wherein 

25 said lipid comprises from about 1 mole % to about 20 mole % 
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174. The drug delivery system of claim 16G wherein 
said lipid comprises a mixed solvent system of saline, 
glycerol and propylene glycol . 

175. The drug delivery system of claim 166 
5 comprising negatively charged lipid. 

176. The drug delivery system of claim 166 wherein 
said negatively charged lipid comprises phosphatidic acid and 
phosphatidylglycerol . 

177. The drug delivery system of claim 166 wherein 
10 said negatively charged lipid comprises phosphatidic acid. 

178. The drug delivery system of claim 166 wherein 
said negatively chafed lipid comprises about 1 mole % to 
about 2 0 mole %. 

179. The drug delivery system of claim 154 w; ...rein 
15 said liposome is activated in vivo. 

180. A method for preparing drug delivery systems 
comprising the following steps: 

(i) placing under negative pressure liposomes having • 
encapsulated therein a drug; 
20 (ii) incubating said liposomes under said negative 

pressure for a time sufficient to remove substantially all 
water from said liposomes; and 

(iii) instilling gas into said liposomes until ambient 
pressures are achieved, wherein said gas is provided by a 
25 . gaseous precursor. 

181. The method of claim 180 further comprising 
allowing said liposomes to cool prior to and during step (i) 
to a temperature between about -10° C and about -20° C, 
allowing said liposomes to warm during step (ii) to a 

30 temperature between about 10° C and about 20° C, and allowing 
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said liposomes to warm during step (iii) to ambient 
temperatures . 

182. The m. - hod of claim 180 wherein said negative 

5 pressure is between about 700 mm Hg and about 76 0 mm Hg and 
is applied for about 24 to about 72 hours. 

183. The method of claim 180 where said gas is 
instilled into said liposomes over a period of about 4 to 
about 8 hours . 

10 184. The method of claim 180 where said gas is 

selected, from the group consisting of r 
perfluoromethane, perfluoroethane, perf luoropropane, 
perf luorobul><x.*, perf luoropentane, pes. JTluorohexane, sulfur 
hexaf luoride , hexaf luoropropyl ene , bromochlorof luoromethane , 
15 octaf luoropropane, 1,1 dichloro, fluoro ethane, hexa 
fluoroethane, hexaf luoro-2-butyne, perf luoropentane, 
perf luorobutane, octaf luoro-2-butene, hexaf luorot.uta-l, 3- 
diene, octaf luorocyclopentene, hexaf luoroace tone, isopropyl 
acetylene, allene, tetraf luoro allene, boron trif luoride, 
20 1,2 -butadiene, 1, 3 -butadiene, l,2,3-trichloro,2-fluoro-l,3- 
butadiene, 2 -methyl, 1, 3 -butadiene, hexaf luoro- 1,3 -butadiene, 
butadiene, 1-f luoro-butane, 2 -methyl -butane, decaf luoro 
butane, 1-butene, 2-butene, 2-methyl-l-butene, 3 -methyl- 1- 
butene, perf luoro-l-butene, perf luoro- 2-butene, 4 -phenyl -3- 
25 butene-2-one, 2 -methyl -l-butene-3-yne, butyl nitrate, 1- 

butyr-e, 2-butyne, 2-cVO.oro-l, 1, 1, 4 , 4 , 4-hexaf luoro-butyr.e, 3- 
methyl - 1-butyne , perf luoro - 2-butyne , 2 -bromo-butyrr Idehyde , 
carbonyl sulfide, crotononitrile, cyclobutane, methyl- 
cyclobutane, octaf luoro -cyclobutane, perf luoro-cyclobutene , 
30 3-chloro-cyclopentene, cyclopropane, 1 , 2-dimethyl- 

cyclopropane, 1, 1- dimethyl -cyclopropane, 1, 2-dimethyl 
cyclopropane, ethyl cyclopropane, methyl cyclopropane, 
diacetylene, 3 -ethyl -3 -methyl diaziridine, 1, 1, 1-trif lxioro- 
diazoethane, dimethyl amine, hexaf luoro- dimethyl amine, 
35 dimethylethylamine, bis- (Dimethyl phosphine) amine , 2,3- 
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dimethyl.- 2 -norbornane, perf luoro-dimethylamine, 
dimethyloxonium chloride, l, 3-dioxolane-2-one, 4-methyl, 
1,1,1, 2-tetraf luoro ethane, 1,1,1 trif Uioroethane , 1,1,2,2- 
tetrafluoroethano, i , 1 , 2- trichloro-1 , 2 , 2-t rif luoroethar.e , 1,1 
5 dichloro ethane, 1, 1-dichloro-l, 2 , 2 , 2-tetraf luoro ethane, 
1,2-difluoro ethane, 1-chloro-l, 1, 2, 2, 2-pentaf luoro ethane, 
2-chloro,l,l-difluoroethane, 1-chloro-l , 1, 2 , 2-tetraf luoro 
ethane, 2-chloro, 1, 1-dif ]>>oro ethane, chlo:. oethane, 
chloropentafluoro ethane, dichlorotrif luo-oethane, fluoro- 
10 ethane, hcxaf luovo-ethane, nitro-pentaf luoro ethan-, nitroso 
pentaf luoro ethane, perf luoro ethane, perf. luoro ethylamine, 
ethyl vinyl ether, 1,1-dichloro ethylene, 1, 1-dichloro-l, 2- 
dif luoro ethylene, 1,2-difluoro ethylene, Methane, Methane - 
sulfonyl chloride -trif luoro, Kethane-sulf onyl fluoride- 
15 trif luoro, Methane- (pentaf luorothio) trif luoro, Ker.hane-brovr.o 
dif luoro nitj '-so, Methane- bromo fluoio, Methane -bromo 
chlor. - f luoro , Me thane -bromo- trif luor< • , Methane - chl oro 
dif luoro nitro, Methane-chloro dinitro, Methane-chloro . 
- fluoro, Methane-chloro trifluoro, K -hane-chloro-di fluoro, 
20 Methane-dibromo difluoro, Methane-d.) lorb difluoro, Methane- 
dichloro - fluoro , Me thane - di f luoro , Me thane •• dif luoro - iodo , 
Methane-disilano, Methane -fluoro, Methane -iodo- trif luoro, 
Methane-nitro- trif luoro, Methaoe-nitroso-tri fluoro, Methane- 
tetrafluoro, Methane-trichlorof luoro, Methane-trif luoro, 
25 Methanesulfenylchloride-trif luoro, 2- Methyl butane, Methyl 
ether, Methyl isoprcoyl ether, Methyl lactate, Methyl 
nitrite, Methyl sulfide, Methyl vinyl ether, Neon, 
Neopentane, Nitrogen, Nitrous oxide, 1 , 2 , 3-Nonadecane 
tricarboxylic acid-2-hydroxytrimethylester, l-Nonene-3 -yne, 
30 Oxygen, l , 4 -Pentadiene , n-Pentane, Pentane-perf luoro, 

.2-Pentanone-4-amino-4-inethyl, 1-Pentene, 2-Pentene {cis}, 
2-Pentene {trans}, l-Pentene-3 -bromo, 1-Pentene-perf luoro, 
Phthalic acid-tetrachloro, Piperidine-2 , 3 , 6-trimethyl , 
Propane, Propane-1 , 1, 1, 2 , 2 , 3-hexaf luoro, Propane -1, 2- epoxy, 
35 Propane-2,2 difluoro, Propane- 2 -amino, Propane -2-chloro, 

Propanf-heptafluoro-l-nitro, Propane -heptaf luoro-l-nitrc»so, 
Propane -per fluoro, Propene, Propyl-1, 1 , 1 . 2, 3 , 3 -hexaf luoro-2 , 3 
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dichloro, Propylene- 1-chloro, Propylene- chloro- {trans} , 
Propylene- 2- chloro, Propylene-3-fluoro. Propylene -per f luoro, 
Propyne. Propyne-3, 3, 3-trifluoro, Styrene-3-f luoro. Sulfur 
hexafluoride. Sulfur (di) -decaf luoro (S2F10) , Toluene-2 , 4- 
5 diamno, Trif luoroacetonitril e, Trif luoromethyl peroxide, 
Trifluoromethyl sulfide. Tungsten hexafluoride, Vinyl 
acetylene, Vinyl ether, and Xenon. 

185. The method of claim 180 where^said gas is 1- 
f luorobutane . 

10 18 6. The method of claim 180 further comprising, after 

step (iii) , extruding said liposomes through at least* one 
filter of a selected pore size. 

187. A methf' for preparing drug delivery sy steins 
comprising the following steps: 
15 (i) allowing liposomes having encapsulated therein a 

• drug to cool to a temperature between about -10° C and about 
-20° C; 

(ii) placing said liposomes under a negative pressure 
of bet wee a about 700 mm Hg to about 76 0 m:a Kg; 

20 (iii) incubating said liposomes under r-aid negative 

pressure for about 24 to about 72 hours to remove 
substantially all water from said liposomes, while allowing 
said liposomes to warn; to a temperature between about 10° C 
and about 20° C; and 

25 (iv) instilling gas into said liposomes over a period 

of about 4 to about 8 hours until ambient pressures are 
achieved, while allowing said liposomes to warm to ambient 
temperature, wherein said gas is provided by a gaseous 
precursor. 

30 188. The method of claim 187 where said gas is 

selected from the group consisting of fluorine, 
perfluorome thane, perf luoroethane, perf luoropropane , 
perfluorobutane, perf luoropentane, perf luorohexane , sulfur 
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hexafluoride, hexaf luorcpropylene, bromochlorof luoromethane, 
octaf luoropropane, 1,1 dichloro, fluoro ethane, hexa 
fluoroetnane. hexaf luoro-2-butyne, pcrlluoropcntane, 
perfluorobutane, octaf luoro-2-butene, hexaf luorobuta-1, 3- 
5 diene, octaf luorocycl opentene, hexaf luoroacetone, isopropyl 
acetylene, allcnc, tetrafluoro allene, boron trif luoride , 
1,2 -butadiene, 1 , 3 -butadiene , 1 , 2 , 3-tr ichloro, 2-f luoro-1 , 3- 
butadiene, 2 -methyl ,1,3 -butadiene , hexaf luoro- 1 , 3 -butadiene , 
butadiene, 1-f luoro -butane, 2 -methyl -butane , decaf luoro 
10 butane, 1-butene, 2-butene, 2 -methyl-1 -butene, 3-mcthyl-l- 
butene, perf luoro- l-butene, perf luoro- 2-butene, 4 -phenyl -3- 
butene-2-one, 2-methyl-l-butene-3-y»e, butyl nitrate, 1- 
butyn*, 2-butyne, 2-. hlbro-1 , 1, 1, 4 , 4 , 4-hexaf luoro-butynr- , 3- 
methyl-1-butyr.e, perf luoro-2-butyne, 2 -bromo-buty. aldehyde, 
15 carbonyl sulfide, crotonor. itrile, cyclobutane, methyl - 

cyclobutane. octaf luoro -cyclobutane, perf luoro-cyelobutene , 
3-chloro-cyclopentene, cyclopropane, 1, 2-dimethyl- 
cyclopropane, 1 , 1-dimetUyl-cyclopropane, 1, 2 -dimethyl 
cyclopropane, ethyl cyclopropane, methyl cyclopropane, 
20 diacetylene, 3-ethyl-3 -methyl diaziridine, 1 , 1. 1-tr.if luoro- 
diazoethane, dimethyl amine, hexaf luoro-dimethyl amine, 
dimethylethylamine, bis- (Dimethyl phosphine) amine, 2,3- 
dimethyl-2-norbornane, perf luoro- dimethyl amine, 
dimethyloxonium chloride, 1, 3 dioxolane-2-one, 4-methyl, 
25 1,1, 1,2- tetrafluoro ethane, 1,1,1 trifluoroethane, 1,1,2,2- 
tetraf luoroethane, 1,1, 2-trichloro-l, 2 , 2-tvi f luoroethane, 1 , 1 
dichloro _lvin, , l, l-dichloro-1, 2, 2, 2-tetj luoro ethane, 
1,2-difluoro ethane, l-chloro-i, 1,2, 2, 2-penLdfluoro ethane, 
2-chlo.:.o, 1 , 1-dif luoroethane , 1-chloro-l, 1, 2 , 2-tetraf luoro 
30 ethane, 2-chloro, 1, 1-dif luoro ethane, chloroethane, 

chloropentafluo.ro ethar.e, dichlorotrif luoroethane, fluoro- 
etnane, hexaf luoro- ethane , nitro-pentaf luoro ethane, nitroso- 
pentaf luoro ethane, perf luoro ef me, perf luoro ethylamine, 
ethyl vinyl ether, i,l-dichloro ethylene, 1, l-dichloro-1, 2- 
35 dif luoro ethylene, 1,2-difluoro ethylene, Methane, Methane- 
sulfonyl chloride -trif luoro, Methane- sulfonyl fluoride - 
trif luoro, Methane- (pentaf luorothio) trif luoro. Me thane -bromo 
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difluoro nitroso, Methane-bromo fluoro, Methane -bromo 
chloro-f lucre, Methane -bromo- trifluoro, Methane- chloro 
difluoro nitro, Methane -chloro dinitro, Methane -chloro 
fluoro, Methav.e-chloro trifluoro, Methane-chloro-di fluoro, 
5 Merhan»-dibromo difluoro, Methane-dichloro difluoro, Methane- 
dichloro- fluoro, Kuthane-dif luoro, Methan*-dif luoro-iodo, 
Methane-diailano, Methane-f luoro, Mcthane-iodo-trif luo, ■:>, 
Mefbane-nitro-trifluoro, Methane-nitroKO-trif luoro, Methane- , 
tetrafluoro, M^hane-trichlorofluoro, Methane -trifluoro, 
10 Methanesulfenylchloride-triffluoro, 2- Methyl butane, Methyl 
ether, Methyl isopropyl ether, Methyl lactate, Methyl 
nitrite, Methyl sulfide, Methyl vinyl ether, Neon, 
Keooentlne, Nitrogen, V »:rous oxide, 1, 2, 3-Konadecane 
tricarboxylic aeid-2-hydroxytrimethylester, l-Nonene-3-yne, 
1C . oxygen, 1, 4-Pentadiene, n-Pentane, Pentane-perf luoro, 

2 -Pcntanone-4 -ataino-4-mcthyl , 1-Pcutene, 2-Pcntene {cis}, 
2-Penteae {trans}, l-Penl.ene-3 -brou.o, 1-Pentene-perf luoro, 
Phthalic acid-tetrachloro, Piperidine-2 , 3 , 6 -trimethyl , 
Propane, Propai 1, 1 , 1, 2 , 2 , 3-hexaf luoro, Propane-1, 2-epoxy , 
20 ProLane-2,2 difluoro, Propane- 2 -amino, Propane -2 -chloro, 
Propane-heptafluoro-l-nitro, Prop- ne-heptaf luoro-l-nitroso. 
Propane-perfluoro, Proper , Propyl -1 , 1 , 1, 2 , 3 , 3-hexaf luoro-2 , 3 
dichloro, Propylene- 1-chloro, Propylene -chloro- {trans} , 
Propylene-2- chloro, Propylene-3- fluoro, Propylene -perf luoro, 
25 Propyne, Propyne- 3 , 3 , 3-trif luoro, Styrene-3-fl-.ro, Sulfur 
hexafluoride. Sulfur (di) -decaf luoro (S2P10) , Toluene-2,4- 
diarnino, Trif luoroacetoni Vxile, Trif luoromethyl peroxide, 
Trifluc •-•.•.methyl sulfide, Tungsten hexafluoride, Vinyl 
acetylene, Vinyl ether, and Xenon. 
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189. The method of claim 187 where said gas is 1- 
f luorobutane . 

190. The method of claim 187 further comprising, after 
step (iv), extruding said liposomes through at least one 
filter of a selected pore size. 
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191. An apparatus for preparing drug delivery systems 
comprising : 

(i) a vest-el for containing liposomes having 
encapsulated therein a drug; 
5 (ii) means for cooling tVie liposomes contained in the 

vessel ; 

(iii) means for applying negative pressure to the 
vessel to draw water from liposomes contained in the vessel; 

(iv) a conduit connecting the negative pressurizing 
10 means to the vessel, the conduit directing the flow of the 

water; 

(v) means for collecting tl water flowing in the 
conduit ; 

(vi) means for introducing a gas into the liposomes 
15 contained in the vessel; and 

(vii) means for regulating temperature of the vessel. 

192. The apparatus of claim 191, wherein the negative 
pressurizing means is a vacuum pump. 

193. The apparatus according to claim 191 further 

20 comprising means for cooling the liposomes contained in the 
vessel . 

194. The apparatus according to claim 191 wherein the 
cooling means has means for cooling liposomes contained in 
the vessel to between about -10° C and about -20° C. 

» 

25 195. The apparatus according to claim 191 wherein the 

cooling means comprises an ice bath. 

196. The apparatus according to claim 191 further 
comprising means for collecting the water flowing in the 
conduit . 

30 197. The apparatus according to claim 191 wherein the 

collecting means is a trap. 
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198. The appaic.tus according to claim 191 further 
comprising means for cooling the trap. 

199. The apparatus according to claim 198 wherein the 
trap comprises first and second members adapted to direct. 

5 flu<d flow therethrough, the members in flow communication 
with each other and with the conduit, the second member being 
helically arranged around the first member, the trap 
comprising a cooling means wherein the cooling means 
comprises an ice bath enclosing at least a portion of the 
10 first and second meters. 

200. A method for the controlled delivery of a drug to' 
an internal bodily region of a patient comprising: 

(a) administering to the patient a drug delivery 
system comprising gas-filled liposomes prepared by a vacuum 

15 drying gas instillation method having encapsulated therein a 
drug, wherein said gas. is provided by a gaseous precursor; 

(b) monitoring the liposomes using ultrasound to 
determine the phase transition of the gaseous precursor fro:, 
a liquid to a gas and to determine the presence of said 

20 liposomes in the region; and 

(c) rupturing the liposomes using ultrasound to 
release the drugs in the region. 

201. The method according to claim 200 wherein the 
drug is delivered in the area of the patient's left heart. 

25 202. A product produced by the method of claim 180. 

203. A product produced by the method of claim 187. 

204. A drug delivery system prepared by a method 
comprising the steps of: ^ 

(i) placing un--* c negative pressure liposomes having 

3 0 encapsulated therein a drug; 
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(ii) incubatina said liposomes under the negative 
pressure for a time sufficient to remove substantially all 
water from said liposomes; and 

(iii) instilling gas into said liposomes until ambient 
5 pressures are achieved, wherein said gas is provided by a 

gaseous- precursor. 

205. Toe method of claim 204 wherein said method is 
carried out at the activation temperature of the gaseous 
precursor. 
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206. A method of imaging ischemic and diseased tissues 
comprising : 

(a) administering to a target site of a patient a drug 
delivery system comprising gas-filled microspheres having 
encapsulated therein a drug, wherein said gas is provided by 

15 a gassou:; precursor having an activation temperature of about 
body temperature; 

(b) monitoring the microspheres using energy to 
determine the accumulation of microspheres at said target 
site and the phase transition of the gaseous precursor from a 

20 liquid to a gas and to determine the presence of said 
microspheres in the region; and 

(c) rupturing the microspheres using energy to release 
the drugs in the region. 

207. A method of administering drvigs to ischemic and 
25 diseased tissues comprising delivering to the target site of 
a patient a drug delivery system comprising gas-filled 
microspheres having encapsulated therein one or more drugs, 
wherein said gas is provided by a gaseous precursor having an 
activation temperature of about body temperature. 

30 208. The method of claim 207 wherein said drug 

delivery system is activated by energy delivered to the 
target site. 
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209. A non- invasive method of measuring temperature 
during hyperthermia comprising: 

(a) administering to a target site of a patient a drug 
delivery system comprising gas- filled microspheres having 

s encapsulated therein a drug, wherein said gas is provided by 
a gaseous precursor having an activation temperature of at or 
above body temperature; and 

(b) monitoring the microspheres using energy to 
determine the accumulation of microspheres at said target 

10 site and the phase transition of the gaseous precursor from a 
liquid to a gas thereby determining the activation of said 
microspheres at a selected temperature. 

210. The method of claim S5 further comprising the 
step of pressurizing said vessel. 

15 " 211. The apparatus according to claim 117, wherein 
the means for cooling said aqueous solution comprises means 
for cooling said aqueous solution below the gel to liquid 
- crystalline phase transition temperature of said lipid in 
said aqueous solution. 

20 212. The apparatus according to claim 211, further- 

comprising means for pressurizing said vessel. 

213. The thei utic delivery system of claim 1 
wherein said microsphere comprises dipalmitoylphosphatidyl- •■ 
choline, dipalmitoylphosphatidic acid, and 

25 dipalraitoylphospl-'atidylethanolamine covalentl y linked to. 

polyethylene glycol. 

214. The therapeutic delivery system of claim 1 
wherein said microsphere comprise:- a lipid selected from the 
group consisting of dipalmitoylp? osphatidylcholine, 

30 dipalmitoylphosphatidic acid, dipalmitoylphosphatidyl- 
ethanolamine, and polyethylene glycol. 

215. The therapeutic delivery system of claim 1 
wherein said microsphere comprises at least one dipalmitoyl 
lipid. 

35 216. The therapeutic delivery system of claim 1 

wherein said therapeutic is selected from the group 
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consisting of carbohydrates, peptides, glycopeptidcs, 
glycolipitls. lectins, glycoconjugates, said therapeutic- 
incorporated into the surface of said microsphere. 

217. The therapeutic delivery system of claim 1 

5 wherein said therapeutic is incorporated into tl=* surface of 
said microsphere by attachment of said therapeutic to a 

phospholipid. 

218. The therapeutic delivery system of claim 42 
wherein said monoclonal antibody is incorporated into the 

10 surface of said microsphere by attachment of said therapeutic 
to a phospholipid. 

219. The method of clf.im 93 wherein said vessel is a 
barrel of a syringe, sr. id syrin- also comprising at least 
one filter and a needle; said step of extracting comprises 

15 sizing said gan-filled liposomes by extruding said liposomes 
from said barrel through said filter. 

220. The method of claim 93 wherein said vessel is a 

barrel of a syringe. 

221. The method of claim 220 wherein said' syringe' 

20 also comprises at least one filter and a needle; said step of 
extracting comprises sizing said gas-filled liposomes by 
extruding said liposomes from said barrel through said 
filter. 

222. The method of claim 98 comprising drawing said 
25 liposomes into a syringe, said syringe comprising a barrel, 

at least one filter, and a needle; whereby said filter sires 
said liposome- s upon drawing said liposomes into said barrel. 

223. The method of claim 93 comprising extruding said 
liposomes into a barrel of a syringe, said syringe also 

3 0 comprising at least one. filter and a needle; whereby said 
filter sizes said liposomes upon extruding said liposomes 

from said syringe. 

224. The method of claim 93 wherein said step of 
extracting comprises drawing said gas-filled liposome- 

3 5 containing foam into a syringe, said syringe comprising a 
barrel, at least, one filter, and a needle; thereby sizing 
said liposomes. * 
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225 The apparatus of claim 118 wherein said vessel 
is a barrel of a syringe, said syringe also comprising at 
leant one filter and a needle; said means for extracting 
copses extruding said gas-filled liposomes from said 
barrel through said filter fitted to said syringe between 
said barrel and said needle, thereby sizing said liposomes. 
226. The apparatus of claim 118 wherein said vessel 

is a barrel of a syringe. 

227 The apparatus of claim 226 wherein said syringe 
como.lsee a barrel, at least one filter,, and a needle; said 
means for extracting comprises means for sizing said gas- 
filled liposomes by extruding said liposomes fio.n said barrel 

through said filter. 

228 The apparatus of claim 112 wherein said vessel 
iq a barrel of a syringe, said syringe also compr* -ing at 
l.a,t one filter and a needle; whereby s..id filt, is a mean, 
for sizing said liposomes upon drawing said liposomes into 

said bar' el . • 

229. The apparatus of claim 118 wherein said vessel 
iq a barrel of a syringe, said syringe also comprising at 
least one filter and a needle; wherein said filter is a means 
for sizing said liposomes upon extruding said liposomes from 
said barrel . 

230 The apparatus of claim 118 wherein said means 
for extracting comprises drawing said, gas-filled liposome- 
containing foam into a syringe, said syringe comprising a 
barrel, at least one filter, and a needle; thereby sizing 

said liposouv?-. . 

231 The targeted therapeutic delivery system of 
claim 1 wherein the location of said therapeutic is selected 

. from the group consisting of inside said microsphere, 
attached to the outside of said microsphere, and embedded 
within said the wall of said microsphere. 

232. The method of claim 84 wherein said therapeutic 
35 is located inside said microsphere. 

233. The method of claim 84 wherein said therapeutic 
is attached to the outside of said microsphere. 
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234 The method of claim 84 wherein said microsphere 
comprises 'an interior and a wall, s.tid th<,,apeulic embedded 
in said wall of said i -:\ crosphere . 

235. A targeted therapeutic delivery apparatus 
r co.r.. r ,,ising a syringe having * barrel, a filter asseV ly, and 
a needle, said filter assembly fitted between said barrel and 
said needle and comprising at least one filter, said barrel 
contain ;ng a targeted therap utic delivery system comprising 
a temperature activated gaseous precursor- filled microsphere 
10 wherein said gaseous precursor-filled microsphere comprises a 
therapeutic compound. 

* 236. The apparatus of claim 235 wherein said filter 
assembly is a cascade filter asr.emt.ly comprising a first 
filter, having a needle- facing side and a barrel -facing side, 
15 a seco- 1 filter, first and second metallic mesh discs on said 
needle-facir-j and ssid barrel-facing sides of said first 
filter respect : -«ly, an O-ring between said second metallic 
mesh disc and said second filter, and wherein said second 
• filter is spaced about 150 nm from the barrel -facing side of 

20 said first filter. 

237. The apparatus of claim 236, saiO first filter 
and said second filter having pores, said second filter- 
having a pore size of about 10 nm and said firf.t filter- 
having a pore size of about 8 urn. 

25 238. The apparatus of claim 235, wherein said filter 

has pores, said pores having a size in the range of about 30 
nra to about 20 microns. 

239. The apparatus of claim 235, wherein said filter 
has 'pores, said pores having a size of about 8 /ira. 

30 240. The apparatus of claim 235, wherein said filter 

having pores, said pores having a size of about 0.22 /zm. 

241. The apparatus of claim 229 having a first filter 
and a second filter, said first filter and^said second filter 
having pores, said second filter having a P ore size of about 

35 10 urn and said first filter having a pore, size of about 8 /tm. 

242. The apparatus of claim 229, wherein said filter 
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has pores, said pores having a size in the range of about 30 

nm to about 20 microns. 

243. The apparatus of claim 229, wherein raid filter- 
has pores, said pores having a size of about 8 /im. 
5 244. The apparatus of claim ?'>9, wherein said filter 

having pores, said pores having a s" of about 0.22 „m. 

245. The apparatus of claim 2s0, .said first filter 
and said second filter having pores, said second filter 
having a pore size of about 10 /im and said first filter 
10 having a pore size of about 8 nm. 

2*6. The apparatus of claim 230 having a first filter 
and a second filter, wherein said filter has pores, said 
' pores having a size in the range of about 30 nm to about 20 
microns . 

15 247. The apparatus of claim 230, wherein said filter 

has pores, said pores having a *ize of about 8 M m. 

248. The apparatus of claim 230, wherein said filter 
having, pores, said pores having a size of about 0.22 /in.. 

• 249. The method of claim 47 wherein said microspheres 
20 are administered via a nebulizer. 

250. The method of claim 249 wherein said 
mil- spheres are targeted to the lung. 

251. The method of claim 250 wherein said therapeutic 

is antisense ras/p53. 
25 252. The method of claim 77 performed at a pressure 

above ambient pressure. 

253. The method of claim 84 performed at a pressure 

above ambient pressure. 

254. The irathod of claim 91 performed at a pressure 

30 above ambient pre:. -sure . 

255. The method of claim 92 performed at a pressure 

above ambient pressure. 

256. A drug delivery system comprising a gas-filled 
microsphere wherein said gas-filled microsphere comprises a 

35 therapeutic compound and a fluorinated gas. 

257. The drug delivery system of claim 256 wherein 
said fluorinated gas is selected from the group consisting of 
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fluorine gus, 1-f luorobutfine, hexafluoro acetone, 
tetraf luoroallene, boron trifluoride, 1 , 2 , 3 - trichloro, 2- 
fiuoro-l,3-butadiene, hexaf luoro-1, 3-butadiene, 1-fluoro- 
butane, 1 , 2 , 3 -trichloro, 2-f luoro-1, 3-butadiene; hexaf luoro- 
5 1,3-L .adienc; 1-f luoro-butane; dccafluoro butane; perfluoro- 
1-butene; perfluoro-l-butene; perfluoro- 2 -butei.e ; 2-chloro- 
1,1,1,4,4, 4 -hexaf luoro-butyne ; perfluoro- 2 -butyne ; 
octafluoro-cyclobutane; perf luoro-cyc" obutene; 
per fluoroe thane; perf luoropropane ; perf luorobutane ; 

10 perf luoropentanc; perf luorohexane; 1,1,1- 

trifluorodiazoethane; hexaf luoro- dimethyl amine; 
perfluoro Umethylamine; 4 -methyl, 1, 1, 1, 2 -tetraf luoro ethane; 
1,1, 1 - tri f luoroethane ; 1,1,2, 2 - tetraf luoroethane ; 1,1,2- 
trichloro-1, 2, 2-trif luoroethane; 1, 1-dichloro- 1,2,2,2- 

15 tetraf luoro ethane; 1 , 2-dif luoro ethane ; 1-chloro-l , 1 , 2 , 2 , 2- 
pentaf luoro ethane; 2-chloro, 1, 1-dif luoroethane; 1-chloro- 
1,1,2, 2 -tetraf luoro ethane; 2-chloro, 1 , 1-dif luoroethane ; 
chloropentaf luoro fe thane; dichlorotrif luoroethane; fluoro- 
etVane; hexaf luoro- ethane; nitro-pantaf luoro ethane; nitroso 

20 pentaf luoro ethane; perfluoro ethane; perfluoro ethylamine; 
1,1-dichloro-l, 2-dif luoro ethylene; 1, 2-dif luoro ethylene; 
methane- sulfonyl chloride -t>: if luoro; methanesulf onyl 
fluoride-trif luoro; methane- (pentaf luorothio) trifluoro; 
methane -bromo di fluoro nitroso; methane-bromo fluoro; 

25 methane-bromo chloro-f luoro; methanebro-o-trif luox'o; methane 
chloro difluoro nitro; methanechloro fluoro; methane -chloro 
trifluoro; methane-chloro-dif luoro; methane dibromo difluoro 
methane -dichloro difluoro; methane-dichloro- fluoro; 
methanedif luoro; methane- dif luoro- iodo; methane- fluoro; 

30 methane-iodo-trifluoro; methane-nitro-trif luoro; methane - 
nitroso-trif luoro; methane- tetraf luoro; methane - 
trichlorof luoro; methane-trif luoro; methanesulf enyl chloride - 
trifluoro; pentane-perf luoro; 1-pentane-perf luoro; propane-1 
1, 1, 2, 2, 3-hexaf luoro; propane-2,2 difluoro; propane- 

35 heptafluoro-l-nitro; propane -heptaf luoro-l-nitroso; propane- 
perfluoro; propyl -1 , 1, 1, 2, 3, 3-hexaf luoro- 2, 3 dichloro; 
propylene-3-f luoro; propylene-perf luo;- . propyne-3 , 3 , 3- 
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trifluoro; styrcne-3»fluoro; sulfur hexaCluoridr; sulfur 
<di) -decaf luoro; trifi luoroacetonitrile; trif luoromethyl 
peroxide; trifluoromethyl sulfide; tungsten hexaf luoride, 
pentaf luoro octadecyl iodide, perf luorooctylbromide , 
5 perfluorodecalin. perf luorodod-acalin, perf luorooctyl iodide., 
perfluorotrinropylamine. and perf luorotributylamine , 
hexaf luorcpropylene, bromochlorof luoromethane, 
octaf luoropropane, 1,1 dichloro. fluoro ethane, hex* 
f luoroethane, hexaf luoro-2-butyne , perf luoropentane, 
10 perfluorobutane, octaf luoro-2-butene, hexaf luorobuta-1, 3- 
diene, octaf luorocyclope.itene . 

258. The drug delivery system of claim 257 wherein 
said fluorinared gas is selected from the group consisting o 
fluoride n» P , perfluoromethane, perf luoroethane, 

15 perfluorop ^ , perfluorobutane, perf luoropentane, 

perfluorofcexane, sulfur hexaf luoride,' hexafluorcpropylene, 

octafluoropropane, perfluorocyclobutane, 

octaf luorocyclopentene, dodecaf luoropentane , and 

octaf luoroeyclobutane . 

20 259. The drug delivery system of claim 258 wherein 

said fluorinated gas :5 s selected from the group consisting c 
perfluoromethane, perf luoroethane, perfluoropropane, 
perfluorobutane, perfluorocyclobutane, and sulfur 
hexa fluoride. 

25 260. The drug delivery system of claim 259 wherein 

said fluorjnated gas is selected from the group consisting c 
perfluoropropane, perfluorocyclobutane, and perfluorobutane 

261. The drug delivery system of claim 260 wherein 
said gas is perf luoropropane . 

30 262. The drug delivery system of claim 256 wherein 

said fluorinated gas is a perf luorocarbon gas. 

263. The drug delivery system of claim 262 wherein 
said perfluorocarbon gas is selected from th,- group 
consisting of perfluoromethane, perf luoroethane, 

3 5 perfluoropropane, perfluorobutane, and perfluorocyclobutane 

264. The drug delivery system of claim 263 wherein 
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said perfluorocarbon gas is selected from the group 
consisting of perf luoropropane, pe.Tluorocyclobutane, and 

perf luorobutane . 

265. The drug delivery system of claim 264 wherein 
5 said perfluorocarbon gas is perf 3 uoropropane . 

266. A method for preparing a drug delivery systcn 
comprising gas-filled liposomes, said method comprising the 
steps of shaking an aqueous solution comprising a lipid and a 
therapeutic compound, in the presence of a fluorinated gas, 

10 at a temperature below the gel to liquid crystalline phase 
transition temperature of the lipid.. 

267. The method of claim 266 wherein said fluorinated 
gas is selected from the group ' consisting of fluorine gas, 1- 
fluorobuti-ue, hexafluoro acetone, tetraf luoroallene, boron 

15 trifluoriOa, 1, 2, 3-trichloro, 2-f luoro-n , 3-butadiene, 

hexaf luoro-1, 3 -butadiene, 1-f luoro-butane, 1, 2, 3-trichloro, 
2 -f luoro-1, 3 -butadiene; hexaf luoro-1, 3 -butadiene; l-f luoro- 
butane; decafluoro butane; perf luoro-1 -butene; perfluoro-1- 
butene; perf luoro-2-butene; 2-chloro-l, 1, 1, 4 , 4 , 4-hexaf luoro- 
20 butyne; perf luoro- 2- butyne; octaf luoro- cyclobutane ; 

perf luoro- cyclobutene; perf luoroethane; perf luoropropane ; 
perf luorobutane; perf luoropc-ntane; perf luorohexane; 1,1,1- 
trifluorodiazoethane; hexaf luoro-dimethyl amine; 
perfluorf dimethylaTnine; 4 -methyl, 1, 1, 1, 2 -tetraf luoro ethane ; 
25 1,1,1-trif luoroethane; 1,1, 2,2-tetraf luortfethane; 1,1,2- 
trichloro-1, 2, 2- trif luoroethane; 1, 1-dichloro-l, 2 , 2 , 2- 
tetrafluoro ethane; 1,2-dif luoro ethane; 1-chl oro-1 , 1, 2, ? , 2- 
pcintaf luoro ethane; 2-chloro, 1, 1-dif luoroethane ; 1-chloro- 
1,1, 2, 2 -tetraf luoro ethane; 2-chloro, 1 , 1-dif.luoroethane ; 
3 0 chloropentaf luoro ethane; dichlorotrif luoroethane; f luoro- 
ethane; hexaf lvioro- ethane; nitro-pentaf luoro ethane; nitroso- 
pentaf luoro ethane; perf luoro ethane; perf luoro ethylamine; 
1, 1-dichloro-l, 2-difluoro ethylene; 1,2-dif luoro ethylene; 
methane -sulfonyl chloride- trif luoro; methanesulf onyl 
35 fluoride-trifluoro; methane- (pentaf luorothio) trif luoro; 
methane-bromo difluoro nitroso; methane -bromo fluoro; 
methane -bromo chloro- fluoro; methanebromo-trif luoro; methane- 
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chloro difluoro nitro; methanechloro fluoro; methane -chloro 
trifluoro; methane -chloro-dif luoro; inethan.-. dibromo difluoro; 
methane-dichloro di fluoro; methane-dichloro-f luoro; 
methanedi fluoro; methane-dif luoro- iodo; methane- fluoro; 
5 metbane-iodo-trifluoro; methane-nitro-trif luoro; inethane- 
nitroso-trifluoro; methane-tetraf luoro; tnethane- 
trichlorof luoro; methane- trif luoro; methanesulf enylchloride- 
trif luoro; pent <me-r* : rf luoro; 1-pcntune-perf luoro; propane-1, 
1, 1, 2, 2, 3-hexafluoro; propane -2, 2 difluoro; propane - 

10 heptafluoro-l-nitro; propane- heptaf luoro- 1-nitroso; propane- 
perf luoro; propyl-1. 1, 1, 2, 3, 3-hexaf luoro- 2. 3 dichloro; 
propylene-3-f luoro; propylene- perf luoro; propyne-3 , 3 , 3- 
" trifluoro; styrene-3-fluoro; sulfur hexaf luoride; sulfur 
(di) -decaf luoro; trif luoro, oetonitrile ; trif luoromethyl 

15 peroxrld,; trif luoromethyl sulfide; tungsten hexaf luoride, 
pentaf luoro octadecyl iodide, perfl . ->rooctylbroir.ide. 
perfluorodeccilin, perf luorododecalin, perf luorooctyliodide, 
perfluorotripropylamine, and perf luorotributylamine, 
hexaf luoropropylene , bromochlorof luoromethane , 

20 octafluoropropane, 1,1 dichloro, fluoro ethana, hexa 
fluoroethane, hexaf luoro-2-butyne. perf luoropentane, 
perf luorobuv erne, octaf luoro- 2 -but ene, hexaf luorob^ta-l. 3- 
diene, and octaf luorocyclopentene . 

268. The method of claim 267 wherein said f luorinated 
25 gas is selected from the group consisting of fluorine gas, 

perflv-^romethane, perf luoroe thane, perf luoropropane, 
perfluorobutaiv., perf luoropentane, perf luorohexane, sulfur 
heyaf luoride, hexaflv. -^propylene, octafluoropropane, 
per f luorocyclobutane , octaf luorocyclopentene , 
30 dodecaf luoropentane, and octaf luorocyclobutane . 

269. The method of claim 268 wherein said f luorinated 
gas is selected from the group consisting of 

perf luoromethane, perflubroethane. perf luoropropane, 
perfluorobutane, perf luorocyclobutane , and sulfur 
35 hexaf luoride. 
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270. The method of claim 269 wherein said fluorinated 
gas is selected from the group consisting of 

perfl'uoropropane. perf luorocyclobutane, and perf luorobutane . 

271. The method of claim 266 wherein said fluorinated 
5 gas is perf luoropropane . 

272. The method of claim 271 wherein said fluorinated 
gas is a perf luorocarbon gas. 

273. The method of claim 272 wherein said 
perfluorocarbo g-*s is selected from the g-oup consisting of 

10 perfluoroiuethane, perf luoroethane, perf luoropropane., 
perf luorobutane, and perf luorocycloUitane . 

274. The method of claim 273 wherein said 

perf luorocarbon gas is selected from the group consisting of 
perf luoropropane, perf luorocyclobutane , and perf luorobutane. 

15 275. The method of claim 274 wherein sai 

perf luorocarbon gas is perCluoroprc, ie. 

276. A method for preparing a targeted therapeutic 
delivery system comprising gas-filled liposomes, said method 
comprising the steps of: shaking an aqueous solution 

20 comprising a lipid, in the presence, of a fluorinated gas, at 
a temperature below the gel to liquid crystalline phase 
transition temperature of the lipid, to form gas-filled 
liposomes; and adding to said liposomes a therapeutic 
compound . 

25 277. The method of claim 276 wherein said fluorinated 

gas is selected from the group consisting of fluorine gas, 1- 
f luorobutane, hexafluoro e :ne, tetraf luoroalJ ■ .s, boron 
trifluoride, 1, 2, 3-trichloro, 2-fluoro-l, 3 -butadiene, 
hexafSuoro-l, 3 -butadiene, 1-f luoro-butane, 1, 2 , 3 -trichloro, 

30 2-fluoro-l, 3 -butadiene; hexaf luoro-1, 3 -butadiene; 1-f luoro- 
butane; decafluoro butane; perf luoro-l-butene ; per£luoro-l- 
butene; perf luoro-2-butene; 2-chloro-l , 1 , 1, 4, 4 , 4 -hexaf luoro- 
butyne; perf luoro-2-butyne; octaf luoro-cyclobuttme; 
perf luoro-cyclobutene ; perf luoroethane ; perf luoropropane ; 

35 perf luorobutane; perf luoropentane; perf luorohexane ; 1,1,1- 
trifluorodiazoethane; hexaf luoro- dimethyl amine; 
perf luorodimethylamine ; 4 -methyl ,1,1,1, 2 - tetraf luoro ethane ; 
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1.1. 1 - trif luoroethane ; 1.1.2. 2 -tctraf luoroethane ; 1.1.2- 
trichloro-1. 2 , 2- trif luoroethane; 1 , 1-dichloro-l, 2 ,2,2- 
tetrafluoro ethane; 1. 2-dif luoro ethane; 1-chloro-l, 1 , 7 , 2 . 2- 
pentaf]uoro ethane; 2-chloro, i.l-dif luoroethane; 1-chloro- 
5 1 1, 2. 2-tetrafluoro ethane; 2-chloro. 1, 1-dif luoroethane; 
cMoropentaf luoro ethane; dicMorotrif luoroethane; f luoro- 
ethane; hexaf luoro-ethane ; nitro-pcntaf luoro ethane; nitroso- 
pentafluoro ethane; perfluoro ethane; perfluoro ethyl amine; 
1, 1-dichloro-l, 2-dif luoro ethylene; 1, 2-dif luoro ethylene; 
10 methane -sulfonyl chloric'a- triCluoro; methanesulfonyl 

fluoride- tr:' f luoro; methane- (pentaf luorothio) tri f luoro; 
methane -bromo difluoro nitroso; methane -bromo f luoro; 
methane -bromo chloro-f luoro; m*thanebromo-tri fluoro; tv- thane 
chloro difluoro nitro; m : thanechloro fluoro; methane chloro 
15 trif luoro; methan«-chloro-di H uoro; methare dibromo difluoro 
methane -ui chloro difluoro; methane - dichloro- f luoro ; 
me thanedif luoro ; methane -difluoro- iodo ; methane - fluoro ; 
methane-iodo-trif luoro; methaue-nitro-trif luoro; methane- 
• nitroso- trif luoro; methane-tetraf luoro; methnne- 
20 trichloroflucro; methane -trif luoro; methanesulf enylchloride- 
trifluoro; pentane-perf luoro; 1-pentane-perfl uoro; propane- 1 
1, 1, 2, 2, 3 -hexaf luoro; propave-?., 2 difluoro; propane - 
heptafluoro-l-nitro; pvopane-heptaf luoro-l-nitroso; propane - 
perfluoro; propyl- 1, l. 1 . 2 , 3, 3-hexaf luoro-2 , 3 dichloro; 
25 propylene-3 -fluoro; propylene -perfluoro; propyne-3 , 3 , 3 - 
trif luoro; styrene-3-f luoro; sulfur hexaf luoride; sulfur 
(di) -decaf luoro; trif luoroacetoriitrile; trif luoromethyl 
peroxide; trif luoromethyl sulfide; tungsten hexaf luoride, 
pentaf luoro octadecyl iodide, perf luorooctylbromide, 
30 perfluorodecalin, perf luo-dodecalin, perfluoroo' yliodide. 
perfluorotripropylamine, . 1 perf luorotributyl amine , 
hexaf luoropropylene, bromochlorof luoromethane. 
octafluoropropane. 1,1 dichloro, fluoro ethane, hexa 
f luoroethane, hexaf luoro- 2 -butyne, perf luoropentane, 
35 perfluorobutane, octaf luoro-2 -butene , he if luorobuta-1, 3- 
diene, and octaf luorocyclopent.: ne . 
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278. The method of claim 277 wherein said fluorinated 
' gas is selected from the group consisting of fluorine gas, 

perf luorome thane , perf luoroethane, perf luoropropane , 
perfluorobutane, perfluor- pentane, perf luorohexane, sulfur 
5 hexaf lu.oride, hexaf iuoropropylene, octaf luoropropane, 
perf luorocyclobutane, octaf luorocyclopentene, 
dodecafluoropentane, and octrf luorocyclobutane . 

279. The method of claim 278 wherein said fluorinated 
gas is selected from the group consisting of 

10 perfluoromethane, perf luoroethane, perf luoropropane, 
perfluorobutane, perf luorocyclobutane, and sulfur 
hexaf luoride . 

280. The method of claim' 279 wherein said fluorinated 
gas in- selected from the group consisting of 

15 perf luoropropane, perf luorocyclobutane, and perf luorobutane . 

281. The method of claim 260 wherein said fluorinated 

gas is perf luox-oproo?ne . 

282. The method of claim 281 wherein said fluorinated 

gas is a perfluorocarbon gas. 
20 283. The method of claim 276 wherein said 

perfluorocarbon gas is selected from the group consisting of 
perfluoromethane, perf luoroethane , perf luoropropane, 
perfluorobutane, and perfluo ;»cyclobutane . 

284. The method of claim 283 wherein said 

25 perfluorocarbon ga^ is selected from the group consisting of 
perf luoropropane, perf luorocyclobutane, and perfluorobutane. 

285. The method of claim 284 wherein said 
perfluorocarbon gas is perf luoropropane . 

286. A method for preparing a targeted therapeutic 

30 delivery system comprising gas-filled liposomes, said method 
comprising the steps of shaking an aqueous solution 
comprising a lipid and a therapeutic compound, in the 
presence of a fluorinated gas,- and separating the resulting 
gas -filled liposomes for therapeutic use. 

35 287. The method of claim 286 wherein said fluorinated 

gas is selected from the group consisting of fluorine gas, 1- 
fluorobutane, hexaf luoro acetone, tetraf luoroallene, boron 
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trifluoride, l, 2, 3-trichloro. 2-f luoro-1, 3 -butadiene, 
hexaf luoio-1.3-butadiene, 1-f luoro-butane , 1 , 2 , 3-trichloro, 
2 -f jro- 1 , 3 -butadi ens ; hexaf luoro-1 , 3 -butadiene ; 1 - f luoro- 
butane; decaf luoro butane.; per H.uoro-1-butene; perf luoro-1 - 
5 butene; perf luoro-2-butene; 2-chloro-l , 1 , 1 , 4 , 4 , 4 -hexaf luoro- 
butyne; perf luoro- 2 -butyne; octaf luoro-cyclobutane; 
perf luoro-cyclobutene ; perf luoroethane ; perf luoropropane ; 
perfluorobutane; perf luoropentane; perJiluorohexa^e; 1,1,1- 
trif luorodi a-zoethane ; hexaf luoro- diir.et.hyl amine; 
10 perfluorodimethylatnine; 4 -methyl, 1, 1 , 1 , 2-tetxaf luoro ethane; 
1, 1, 1-trif luoroe thane; 1, 1, 2, 2-tetraf luoroe thane; 1,1,2- 
trichloro-1, 2, 2- trif luoroethane; 1, 1-dich.lo.co-l, 2 , 2 , 2- 
"tetraf luoro rrhans:; 1,2-dif luoro ethane; 1-chloro-l, 1, 2, 2, 2- 
pentafluoro ethane; 2-chloro, 1, 1-dif luoroethane ; 1-chloro- 
15 1,1, 2, 2-tetraf luoro ethane; 2-chloro, 1, l-c'I.f luoroethane ; 
chloropentaf luoro ethane; dichlorotr.lf luoroethane; f luoro- 
ethane; hexaf luoro-ethane; nitro-pentaf luoro ethane; nitroso- 
pentaf luoro ethane; perf luoro ethane; perf luoro ethylamins; 
l,l-dichloro-l,2-dif luoro ethylene; 1,2-dif luoro ethylene; 
20 methane- sulfonyl chloride-trif luoro; methanesv.lf onyl 

fluoride-trif luoro; methane- (pentaf luorothio) trif luoro; 
methane-broino difluoro nitroso; methane -bromo fluoro; 
methane-bromo chloro-f luoro; methanebromo-trif luo/o; methane 
chloro difluoro nitro; methanechloro fluoro; methane -chloro 
25 trifluoro; methane-chloro-dif luoro; methane dibromo difluoro 
methane - dichloro dif luoro ; methane -dichloro - fluoro : 
methanedif luoro; methane-dif luoro- xoC. , methane fluoro; 
methane-iodo- trif luoro; meth.me-n.itro- trif luoro; methane - 
nitroso-trif luoroe methane- tetraf luoro; methane - 
30 trichlorof luoro; methane-trif luoro; methanesulf enylchloride- 
trifluoro; pentane-perf luoro; l-pentane -perf luoro; propane-1 
1, 1, 2, 2, 3 -hexaf luoro; propane -2, 2 dif lu..ro; propane - 
heptafluoro-l-nitro; propane-heptaf luoro- 1-nitroso; propane- 
perfluoro; propyl -1 , 1 , 1 , 2 , 3 , 3-hexaf luoro-2 , 3 dichloro; 
35 propylene- 3- fluoro; propylene -perf luoro; propyne - 3 , 3 , 3- 
trif luoro; styrene-3-f luoro; sulfur hexaf luoride; sulf-=r 
(di) -decaf luoro; trif luoroacetonitrile ,- tyrif luoromethyl 
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peroxide; trif luorometh; " sulfide; tungsten hex-ifluoride, 
pentafluoro octadecyl iou^de, perf luorooctylbromide , 
perfluorodecalin, perf luorododecalin, perf luorooctyliodioe, 
perf luorotri propylamine, and perf luorotri* utylamine, 
5 hex*f luoropropylene, bromochlcrof luoromethane , 

oct*:tluoropropane, 1,1 dichloro, fluoro ethane, hexa 
fluoroethane, hexaf luoro-2 -butyue , perf luoropentane, 
perf luorobutane, octaf luoro-2-butene, hexaf luorobuta-1, 3- 
diene, and octaf luorocyclop-.ntene . 

10 288. The method of claim 287 wherein said fluorinated 

gas is selected froai the group consisting of fluorine gas, 
perf luorometharc, perf luoroe thane, perf luoropropane, 
perfluorobuUane, perf luoropentane, perf luorohexane , sulfur 
hexaf luoride, hexaf luoropropylenc, octo ^luoropropane, 

15 perf luorocyclobutane, octaf luorocyclopentene, 
dodecaf luoropentane, and octaf luorocyclobuta.; 

289. The method of claim 288 wherein said fluorinated 
gas is selected from the group consisting of 

perflu :-rometharie::, perf luoroethane, per f luoropropane, 
20 perf luorobut?;ne, perf luorocyclobutane, and sulfur 
hexaf luoride . 

290. The method of claim 289 wherein said fluorinated 
gas is selected fr^m the group consisting of 

perf luoropropane, perf luorocyclobutane, and perf luorobut:ane . 
25 291. The method of claim 290 wherein said fluorinated 

gas is per f luoropropane . 

292. The method of claim 286 wherein said fluorinated 

gas is a perf ] uorocc-rbon gas. 

293. The method of claim 292 wherein said 

30 perfluorocarbon gas is selected from the group consisting of 
perf luoromethane, perf luoroethane, perf luoropropane, 
perfluorobutane, and perf luorocyclobutane , 

294. The method of claim 293 wherein said 
perfluorocarbon gas is selected from the group consisting of 

3 5 perf luoropropane, perf luorocyclobutane, and perf luorobutane . 

295. The method of claim 294 wherein said 
perfluorocarbon gas is perf luoropropane . 
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256 a metho.1 for preparing a targeted therapeutic 
delivery system comprising gas-filled liposomes, said method 
comprifii-' the steps of: shaking an aqueous solution 
comprising a lipid, in the presence of a fluorinatcd gas, at 
5 a'te^ature below the gel to liquid crystalline phase 
transition temperature of the lipid, to form gas-fxlled 
liposomes; adding a therapeutic compound; and sepr.rat.tng the 
resultant gas- filled liposomes for therapeutic use. 

297. The method of claim 29G wherein said fluorinat-.d 
10 ga* is selected from the group consisting of fluorine gas, 1- 
fluorobutane, hexafluoro acetone, tatrafluoroallene, boron 
trifluoride, 1,2,3-trichloro, 2-f luoro-1, 3-butadienfc, 
hexaf ]uoro-l,3-butadiene, 1-f luoro-butane. 1,2,3-trichloro, 
2-f luoro-1, 3 -butadiene; hexaf luoro-1 , 3 -butadiene; 1-fluoro- 
15 butane; decafluoro butane; perfluoro-l-butene; perfluoro-1- 
butene ; per£ i. uoro-2-butene; 2-cU oro-1 , l', 1,4,4, 4 -hexaf luoro- 
butyne; perf luoro-2-butyne; octaf luoro- -cyclobutnne ; 
perf luoro-cyclobutene; .perf luoroethrue ; perf luoropropane ; 
perfluorobutane; perf luoropentan?; perf luorohexane; 1,1,1- 
20 trifluorodiazoethane; hexaf luoro- eUwethyl amine; 

per f luorodime thylamine ; 4 -methyl ,1.1,1. 2 - tetraf luoro ethane ; 
1, l, l-trif lu^oethane; 1 , 1, 2 , 2 -tetraf luoroethane ; 1,1,2- 
trichl oro-1, 2 , 2-trif luoroe thane; 1, 1-dichloro-l, 2, 2, 2- 
tetrafluoro ethane; 1, 2-dif luoro ethane; 1-chloro-l, 1, 2 , 2 , 2- 
25 pentafluoro ethane; 2-chloro, 1 , 1-dif luoroethane; 1-chloro- 
1,1,2,3-tetrafluoro ethane; 2-chloro, 1 , 1-dif luoroethane; 
chloropentaf luoro etha^; dichlorotrif luoroethane; fluoro- 
ethane; hexaf luoro -ethane ; nitro-pentafluoro ethane; nitroso- 
penteflvoro ethane; perfluoro ethane; perfluoro ethylamine; 
30 1, 1-dichloro-l, 2-dif luoro ethylene; i, 2-dif luoro ethylene ; 
methane-sulfonyl chloride-trif luoro; methanesulf onyl 
fluoride-trif luoro; methane- (pentaf luorofchio) trif luoro; 
methane-bromo dif luoro nitroso; methane-bromo f luoro; 
methane-bro.no chloro-f luoro; methanebromo- trif luoro; methane - 
35 chloro dif luoro nitro; methanechloro f luoro; methane -chloro 
trifluoro; methane-chloro-dif luoro; methane dibromo difluoro; 
methane-dichloro difluoro; methane-dichloro-f luoro; 
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methanedifluoro; rnotbane-dif luoro- iodo; metha-e-fluor*-; 
methane- i'odo- trif luoro; methane-nitro-trif luoro; methaiie- 
nitroso-trifluoro; methane- tetraf luoro; methane- 
trichlorvCluoro; methane- trif luoro; methanesulf enylchloride - 
5 trif luoro; p*?ntane-perf luoro; 1-pentane-perf luoro; propane* 1, 
1, 1, 2, 2, 3-hexafluoro; propane-2,2 di . oioro; propane - 
heptafluoro-l-nitro; propane-heptaf luoro-l-nitroao; propane - 
perfluoro; propyl -1, 1, 1,2, 3, 3-hexaf luoro-2, 3 dichloro; 
propylene-3-f luoro; propyl ene-p<"rf luoro; propyne-3, 3, 3- 

10 trifluoro; styrene-3-f luoro; sulfur hexaf luoride ; sulfur 
(d>) -decaf luoro; trif luoroacetonitrile ; trif luoromethyl 
peroxide; trif luoromethyl sulfide; tungst-u hex*.:-, luoride, 
pent af luoro octadecyl iodide, per-f luorooctylbromide, 
perfluorodecalin, perf luorododecalin, perf luorooctyliodide, 

15 perfluorotripropylarnine, and perf luorotributylamine, 
hexaf luoropropylene, broaiochlorof luoromethane, 
octaf luoropropane, 1,1 dichloro, f luoro ethane, hexa 
fluoroe thane, hexaf luoro- 2 -butyric, perf luoropentane, 
perf luorobutane, octaf luoro-2-butene, hexaf luorobuta-1, 3- 

20 diene, and octaf luorocyclopentene . 

298. The method of claim 297 wherein said fluorinated 
gas is selec , <;:d from the group consisting^of fluorine gas, 
perfluoromethane, perf luoroethane, perf luoropropane, 

perf luorobutane, perf luoropentane , perf luorohexane, sulfur 
25 hexaf luoride, hexaf luoropropylene, octaf luoropropane, 
perf luorocyclobutane , octaf luorocyclopentene , 
dodecaf luoropentane, and octaf luorocyclobutane . 

299. The method of claim 298 wherein said fluorinated 
gas is selected from the group consisting of 

30 per fluorome thane, perf luoroethane, perf luoropropane, 
perf luorobutane, perf luorocyclobutane, and sulfur 

' hexaf luoride . 

300. The method of claim 299 wherein said fluorinated 
gas is selected from the group consisting of 

35 perf luoropropane, perf luorocyclobutane, and perf luorobutane . 

301. The method of claim 300 wherein said fluorinated 
gas is perf luoropropane . 
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302. The method of claim 296 wherein said fluorinated 
gas is a perf luorocarbon gas. 

303. The method of claim 302 wherein said 
perfluorocarbon gas is selected from the group consisting of 

5 perfluoromethc-.nc, perf luoroe thane, perfluoropropane, 
perfluorobutane, and perf Juorocyclobutane. 

304. The method of claim 30. wherein said 
perfluorocarbon gas is selected from the group consi rU.ing of 
perfluoropropane, perf lv .rocyelobutane, and perfluorobutane. 

10 305. The method of claim 304 wherein said 

perfluorocarbon gas is perfluoropropane. 



WO M/2ScV/.-: 



PCT/US94/05633 




SUBSTITUTE SHEET (RULE 26) 



WO 94/25374 



PCi7US94;0563> 



2/23 





SUBSTITUTE SHEET (RULE 26) 



\Y0 JM/2SS74 



FCT/lVO-l/OSO* 



A/23 




SUBSTITUTE SHEET (RULE 26) 



O 94/2 ^:74 




SUBSTITUTE SHEET (RULE 26) 



PCT/USV-S/05C:.3 



WO 94/2637-i 




SUBSTITUTE SHEET (RULE 26) 



WO 9'1/2£3M 



FC17US94/0SG33 




SUBSTITUTE SHEET (RULE 26) 



WO 94/2**74 



PCT/UW/05C.3 




SUBSTITUTE SHEET (RULE 26) 



WO 



PCT/US94/05033 



9/23 




SUBSTITUTE SHEET (RULE 26) 



WO 94/2.;:;*.1 



10/23 




SUBSTITUTE SHEET (RULE 26) 



WO 



11/23 




SUBSTITUTE SHEET (RULE 26) 



WO 9'i/255M 



12/23 



crt 

U.J 
La.- 

CO 
u » 

CU 

o 



CO 



CP 
I 




dB REFLECTIVITY 



SUBSTITUTE SHEET (RULE 26) 



PC'(/U$VV'056:O 

WO 5M/2o374 




SUBSTITUTE SHEET /RUi£j»f 




SUBSTITUTE SHEET (RULE 26) 



WO S4/283V4 



PCT/L ! S94/05533 



16/23 




SUBSTITUTE SHEET (RULE 26) 



WO 94.7f.874 




SUBSTITUTE SHEET (RULE 26) 




SUBSTITUTE SHEET (RULE 2# 



WO 94/2SS*M 





FIG. 17B 



BSIITU't: bHcfcl 



(RULE 2t5) 



rcrA. : S94;05633 




WO y-1/2S6V4 




4 ::! ^ !% 7';. - 



USE 




FIG. I8A 



SUBSTITUTE SHEET (RULE 28} 



1 



_ I'C17US!»4i'05t;?3 
>Y0 94/28S74 "* 



21/23 




fig. ier 



WO 94/28874 



FCT/USM/05O3 




SUBSTITUTE SHEET (RULE 26) 



WO 94/2CS74 



PCTAJS9-S;X:"C33 



23/23 




SUBSTITUTE SHEET (RULE 26) 



NHSkNATJONAL SEAT.CH RKPOUT 



PCT/OS9«/0SU)3 



[a. ~CLASSFPICA , nON CF SUBJECT MATP7* 
» C(f.) :ACiK 9/S27. 9/H; 1/54 

™ ~ 

|TC FIELDS SS^HCiO? » „ T""T"%""y ^ ~ 

| Minimum <fc*attfr:V.'.:-wi KAivhiO ' l<t * aWn 

U.S. : 424/.:r-.O0, 4, 42J/5; 436TB2? ^ 

I Do-uu^'iU^-m *. o.. w.-.i 1**--^ 

i h 



|C. IOCUKflftVCC... 



US,"' A, 4.9C0.540 (RYAk* ot el) 13 February 19G0, see 

Abstract t, Examples end claims. 



1-3,10/1 2, 
25-32, 39, 



1i, 13-20, 
33-38,40- 
43. 7-57, 
68-74,76- 
S3, 128-129, 
139-140, 
145-153, 213- 
215, 
231-232 



QJ So* py-tcrA ftm'ily u-dcj:. 



res.! c*.cas2sc££i: 



*r 
•l*- 

•o- 



Asou-cu i*-'uvL-; totacAl tfi^Vuwrc. cd£,rJ^ tr 



•V 



doeea*-* if pejtfe-Jsj- rtHvt: cfci»rJ fcvwflfco 

ccttHer^ to cvt-N-- eft bvc.Ovc tfcr docu 

: - Ci^ c&r. io.^.-^. ^ ^ coa---^ 



|dIic of t^s tctucJ compkiiou cf the inicn\tl>5.vJ »«r:.h 
13 SEPTEMBER 1994 



I NLTt*c drKi rr^lUn- i=4^rwi of L>>c ISA/US 
Consc'( ; «^3=>:r of J - crrf Tirdrt^rtJ 

Box ret 

Wfc^iU j*^ D.C. 20231 



Daic of 'iiitilir-s of tht imcrna:io«.-.l icuch it;on 

1 4gQV 1994 

G. S. KlSHOi^ ^ 



I Ffcctirr. i ^ r No, X7O3)J>0S 3 Z3 ^0 



Fo.^i PCTASA/210 («cor>3 thcU)0u»y 



35 



TclepUone N 5i___0.92L22?r.r31i . 



INTERNATIONAL SEARCH REfGKT 



liilei, ( ;vlicflon No. 
PCT/US94/0.'.633 



C*.v.~>o' 

Y 



WO A WO 80/02365 ( RAS<r< ASSOCIATES , INC.) 13 
November 1980. sx Abstract; j^es 6-8. 10. 1?, 14 and claims. 



US, A, A 598,734 (MATHl'OVATZ et a!) 0C» Fcfrn*.ry 1990, s^e 
Av 'iial:.. cvluif.ii 1, line CO thresh coluv.r. 2, line 31; colurni. 5, 
lines 10-65. 

US, A, 4,895,719 (riADII/J^ .^S'iKArl et a!) 23 January 1950, 
sec Abstract. 

US, A, 5,008.050 (CUI-US et a!) 16 ApiU P91, sob Ffcwd 1A. 



US, A, 5,114,703 (WOLF et al) 19 M?.y 1992, sc* Abstract, 
column 6, lines 47 -60. 



US, A, 5,013,556 (WOOI'LK) 07 M: y 1991, see Abstrec*. 

US, A, 5,000,9S0 (WALLACE) 19 Marcli 1991, sea Abstract; 
column 2, lines 33-44. 



-6, 11,31- 
36, 40-55, 
200-201, 
206-209 

47-55, 203- 

201,206, 

208 

249, 250 



112-115. 
117-120, .. 
122-127 

2,57-58, 
130-131, 147, 
164, 165 



3 9,59-65, 
132-139 



Form PCT/lSA/210 (cortinuilion of wxtiri iVriclXJuly 1992)* 



IOT£KNAriONAL SEAKCFI REPORT 



Intend .v ■ ! r^Iic^ion No. 
KTi/llSM/05633 



B« I Otrra&s: wrttf* four* vnJvarc* -fe JCoatluui&a of L a 1 fiul »fcuC5 



Th» r^; : ^,^1 :<;*A te* u* tea esJ* -Vu .5 « rc V ^ ofcKfcl: cfc'r.u «nlv AitUe 170XM for ti* f I n^<u: 
Clnrp'. No!.: 

b©wjscli-ffy io)^ to tub*:/.* f.".ir-f not r«;v;;eJ to be t^.rc!^ I,y Ok Autfiu.-/. nLiar.-y: 



J. Q ClrinwNoi.: 



2. Clf.vpv Noc: 21-24 



nv-sjibg or •lifki of or n*ic pc^is* in cVl-n 21 ip'-: .'-.-p:^ » uacV.*r. 



3. I I Cfe Hoe.: 

— b«i,.--.-5 ^ ^' ^ ^ w ^ ^ ^ wtoscc* of Kufc 6.4(a). 



Plc£zc S:c Extra Siw-A. 



1 . fx] A; r.!3 required utf hkuu-J sr^ich fees were iiraly by live npf l;^n», this inieniSL*:.;! search J^>ort covers tU teftrclstblc 



2. [J] As el! scarch'-bk cUans eyuld b* «€*rehoJ v,tJit>ut effort jusif/hg tn wSditfcro! fee, Lb : * A^Sority did not Lr-'-ic p&ymcai 

~ of c^iy uddUlo-^i fee. 

3. n As only totr.r. cf she a-J^V-p- ' frc.'-* ^ 'y jw:^ by t?.:* ftp;^^. tlilj l\:u : r A \lont\ te*rch fvfort covers 

only tfws* c-JlLsu for wl Jcli fc-.? vw. jtoM. r^LH^y ckiiUTi Nos.: 



4. I 1 No rr-: ; .vi«J *d^".^r^l t^rrb fon were iim*V pfeW by the upplici-nt. Consequently, ihb iniem*l3or.tl sc*rcb rcp-ort U 
— rcc^^4-J to ihc Liveniion Gut mentioned in tSc ckbns; il i* coveivd by cUiini- Nos.: 



Re. "■ oa rVc^^t [^] The tdiiucrji] r»rch feea wrc Boconiptiiiod by the fcpplicf.Jit's protect. 

Qt | No proirit tcoompuihd the peyinent of iiddilioatl tetrch fw*. 



Form PCfASA/210 (conUnuL'Jon of first slwc^'lJXJub' 1 



WTCRKATIONAJ./ SEARCH WE PORT 



J-.. ;Trt».t-vrul /.^.M-alon No. 

KTT/US94/05633 



BOX D. OBSLKVAHONS UNITY OH INWNMON W/3 LACKING _ 

Ui- JSA fcur.i oufcpls tawMtow « feOww: 

. J ... . , ~,tw of coinwUttl delivery, » muJ.od of ptjMi&Hi »»d *» w'.us 

for p^v^. ;!* d.-J.w.i, c>.v.... M ■ ^ - cWm ? .rv. 

Group a: A of u^f'S ^»=- f ; ^ - . . ..,;;,„,.;, in cldrn 209. 

Croup OT: A »•-* ! v^ivc mefV4 cf r.K- .. « « ^ * . . 

Group :• •: A W6 J • ry^. ft. 5 • yu*. r. 1 ~ 

;S1S?5 iSU », — ^ 

3. 12. IMS.SW. ^"SU. 5^, l». KM* ISM* 

16S 173.Tt». auctftslvtta 0»'A Ok ,cic ■ fc.* .^y on- i» c. 6 . 

polymer ^iv» *f ^V.. , t ,< ,„ ,1 ^i.^m^.-!^^"^': ^™ ^ ThcM.,.rc 

^ tsssss? ■ «»■■> . - «•«• - j - 

Th«c t:V:.<iSxU f-: ; <SU'.L<Kl in Ui:.-. o;: » prior.. ... v/._. £• • ,reci.i<-r 

VI . t) iT.-.^r. ■? of prc;.w»tion Li ci: >;u 77-23 , PI. • 
b) nv : ' of prcie.fi-. liDn in c?» ■■■■ - 92. 
e) n. ' ,.v3 of pny vUV.ton in cV . • 53- 1 1 1 . 

d) of previa ***f? 1 ^^ J - ft . cf p^.^ fc 28f-2M. Th«c <*.*sct 

n*h** b*:-- • cfl.-c foltovruu .-v«vva». J> ••;-±;, r , w W . K . 0 , e) 0 involve tp^35c 

» ts.-i b u» tfbtiiK* *pp*'^ «v* L S voMi:2 w.iuwr. tevb»ac*l 



Form PCT/1SA/210 (exu» t>«sXJuly 1992;* 



